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^= (54) Title: ANTI-TRAIL-R ANTIBODIES 
— (54) 5&W(D*ffc: t/CTRAIL-RfeU* 

(57) Abstract: Antibodies against TRAIL-R1 and TRAIL-R2 having at least one characteristic selected from among the following 
= (a) to (c) or functional fragments thereof: (a) having an activity of inducing apoptosis of cancer cells expressing TRAIL-R1 and/or 

TRAIL-R2; (b) exerting no effect on normal human cells expressing TRAIL-R1 and/or TRAIL-R2; and (c) inducing no injury on 
~~ human hapatocytes. 

(57) Sftj: 

g ^R2tPi#X»i*©«IBW»fM- : (a) TRAIL-Rl&«/XttTRAIL-R2*«S V>*«5 
9 Wlfifcr* h — ^*R#-r*jSttS#T*. (WTRAIL-RlS(^/XttTRAIL«R2S 

ON 



o 



WO 02/094880 



PCT/JP02/04816 



m m m 

*mmfeT# h—^^zm-^-r^mmm^T^^Tuii^m (trail-rd x' 

teTRAIL§W#2 (TRAIL-R2) £b«T£#lTRAIL^#: (TRAIL-R) trifle BITS. 

2*>\z&mmi&. mMiL-m>ifc%&?j)]&ftZiT&» trail-r^^jiltv^ibb 
±fapi\z&\,*x. jEnfcmm&tt<Dfr&\z&c&±mmfcMMmzytf 1 — 

X<hB?«n, 'il65feII5ET*§«^ (^n-->x) £te!K3iJ2ti& [Kerr, 
et al. (1972) Br. J. Cancer 26, 239 #BHJ o T#h — Efg£^>J> 
(TMMScWfflJlS) <DMtRf£E(Dmmz&>^T— mzJLbti2>m&-e&Z> [I 
toh, S. , et al. (1991) Cell 66, 233-243#M] „ T# 1 — 5>X D *5feS^ 

7#1 — '>Xfc±D^»$tlTLS5t, AIDS, 7)WM^~m, /\°-^>V 

>*t; iiitt#Jt®ft-i, ^m^mtm, mwk&mmtm, n^mmmM, 
'bffimm. mm^mz^^mmWtiiEcDm^mtMcDmmtu^-m^^ 

&&[Kataoka, S. , et al. (1996) The Oncologist 1, 399-401#M] o 

^ ^Hf4©fe©itT, myc, bcl-2& ifO-lSsHS^^ p53& £<2-ffi#|J0jjt{5 
^7^) ^XCDM^^HfeoTViS^^^fg^^tlTt/^ Lfrl^liP £ (19 

93) nmm¥ 11. 17, 2324-2328#M] o ^Htt'>^t;VtUTH:, {b^^ij 

94) mmm^ 49, 6, 1 152-1 mmmi = 
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ZL cDJ:-5^y# 1 — •VXfcH^tS^ftbTIt Ii«5EHf-a (TNF-aK 
flMifcJEia^-jS (TNF-j3)> Fas'J^f> H^<J£©|fi5»±«llI-T^T5 U- (TNF^t 
teSTSfr^ J&*l*n££nT^5. TNF-aROTNF-jS ttSMI^^T^ h — 
vX ^M^-r^i:©^^^^^ [Schmid, et al. (1986) Proc. Natl. Acad. Sci. 83, 
1881#M;Dealtry et al. (1987) Eur. J. Immunol. 17, 689#M] „ ^X©Fa 
teFas U 5tf > H ©^SlHf* « S B&ffiggB ® tKH & It Fas U # 

> H t^If! & § g Sia ICS J&tt © U > A° m £ T # h - ~> X fc «fc 0 & 1^ T 3 ft 
f^fioTV^J:t^<^PI$nT^§ [Krammer, et al. (1994) Curr. Op. Imm 
unol. 6, 279-289#i$ ; Nagata, et al. (1995) Science 267, 1449-1456#flg] = 

fasizmmmizm&T&y^-x^-^ ^ ^fr^x^/^n— r)vmm-±, mm 

Mlzttls TTNF- a h nUM<D T# h — ^^~T 21 £ $ tlTte Z> 

[Yonehara, et al. (1989) J. Exp. Med. 169, 1747-1756] . 

En 5 ©tnfx 73 u -$hpkju mmmm<Dwmm&®m~%i&'r2> - tti 

TNF 1/^^^—7 7-3 U— O^-^fi. IBJJS^H^^XD^X^-OU 
©#fit:j:DSi$n^^ -e^^-TrfeFasU^^ HSirXTNF- a ©S^#7rfe^F 
as^^TNFRl^ i/ a 17 a 7/U g^st^reaper [Golstein, P., et al. (19 
95) Cell. 81, 185-186#M ; White, K. , et al. (1994) Science 264, 677-683 

7 ^ -^^FADD/MORT 1 (D #1% £ b , FADD/MORT 1 fcM^" b T ^ 5 # X A -if 
(Caspase) -8 ^^ItS^to ^ttib b fc 77 X A°— if -8 J;r D © 77 X 

7\°— if^l^Jil^tt-ffcU S^KJ^M&T#1 — v-X^t*< [Nagata, 
S., (1997) Cell 88, 355-365#fl§] „ 

mm<Dr-$h-zs7,&mm-tz>im7 t ^ v-fr^m^n^o wiiey 

& [Immunity (1995) 3, 673-682#M] E©3HP£ rTNFP3i7# h-yXi 
5»U77*>FJ Xtefgilk: TTRAILj <hi^Lfe 0 £(7)#^te£7c, rApo-2U77*> 
HJ X« TApo-2Lj tfePf^ntl^ [Pitt, R. M., et al. (1996) J.Biol. Che 
m. 271, 12687-12690#M3o M-L, E (Dfr^mniLt VT^WMm^Xfem 
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FasU #> HtttS^t), ^■^/^l/^;i/©TRAIL«#< <£>k h (DUffi^tkm £ 

ns (f^j^«\ b$hl w. mum* mm, mm, /mb, *^ifiiu>/i^, 

f?Hl) o ^UT^<tP^©«llia=l*K:*^Tlfi*«lfc:te3?$n*. TRAILS. 

fe#^{C-¥< 1 — ^&5&3$teigte<fb£it:£Zl tfe^$nTV^ 0 [Marster 
s, S. A., et al. (1996) Curr. Biol. 6, 750-752#fig] . 

TRAIL©S^#i: IT, ifttfi:5O0^ >A°^M^|W|^£ tlT^S. TRAIL 
-Rl (DR^fe^-S) RmRAIL-R2 (DR5£fe<^5) ©r^oStftlt tfetrX 

mn&L&ifom. w^th©#<®!fli+Ti©5n§o trail-r2© 

nTV^[Pan, G. , et al. (1997) Science 276, 111-113#RB ; Pan, G. , et al. 

(1997) Science 277, 815-818#B8 ; Walczak, H. , etal. (1997) EMBO J 16 (1 
7) 5386-5397#fl8]o 

TRAIL-R2lC^SiRW^y^-T ~>>^* (alternative splicing) \Z£Z> 2~D(DWm 
•frtbY). MMlc43ViT«440T^ y^^e>^§TRAIL-R2©^li»^ViC^^ 
aftSnTViS [Screaton, G. R. , et al. (1997) Curr Biol 7 (9), 693-696# 
M ; Arai, T. , et al. (1998) Cancer Letters 133, 197-204#flS]» 

aasutsk h trails, TMii<DmmKmmfr£fc&mmpi&>A2W'vfcX), 

iffith, T. S. , et al. (1998) Curr. Opin. Immunol. , 10, 559-563#^3 „ 

$e>t, sasiAUk h trails tb<D±mmfflmR&3L&ffiM&m^rcmm 

Y^XtT^tM^Sl/T^S [Walczak, H. , etal. (1999) Nature Medici 
ne 5, 2, 157-163#M] . |WJ U- <TNFW-fe^ — 7 r 5 U -t:Ib, T#h--> 

1^©T£^M^LT^£#;L3 £ [Ashkenazi, A., et al. 

(1999) J. Clin. Invest. 104, 155-162#JR] „ 

z\ti<E> (Dm&lz ck D „ TRAILteM;g»^lftfclHJ©^£M#T§ £>tlfc^\ 
TRAIL©g^^«J£^ffl^^fe^^UT^D^iRtt©Si^W«#^a*^Yj:$n 
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Ttefcu. mm&mpit h trails t hiEn^mmmmizT^ h— >x 

<£8§9*t"£ Z.£Wm&Zft [Jo, M. , et al. (2000) Nature Medicine 6, No. 5, 
564-567#flg] , thi«ai:fe7^h-^^«1-§Ct«$n 
CNitsch, R. , et al. (2000) The Lancet 356, 827-828#« „ mMMMlz 
7^ ) — y7^it§7i"7f^ y ^&iftFas£t#te, ##fc£ll#IHlT*laE 
BT^^M^bT^7X-^^>A°>^-^^E{cSe> TRAILOJFF IfflMtc 

^TSlffllfi5ER3»tt«FK:^:#^iai«i:bTaB*?S^ TRAIL* b htefcfLESai 
fiitbT^TS«^©^^:tt^K^frf^ttSnfe[Nagata, S. , (2000) Na 
ture Medicine 6, 5, 502-503#H8] . 

TM L ll(DlftmM\zttTZfflMttW§mmfe<D : $m3i, ffiMx.TRAIL^>A°^M©« 
1gfci##LTV>5£©#^fcffl$nTV>5 [Lawrence, D. , et al. (2001) Natur 
e Medicine 7, 4, 383-385#M] tit, &&&WilL&>rt&K<D&±mtt1£m9t 

tifc [Ichikawa, K. , et al. (2000) International Immunology 12, No. 4, 55 

^wi&nt^tLT^s, b^b, z\(Dm.^nmm\zuY^h—^^^m 

#t§tfeil^t)6t\ fsr®CffF*'l4 * ^ $ & © j&> SH ft & & m S ^ K: & o 
T*5 6-r> ^!l^^TRAIL7a:^Klg^m^:^«^^#tt©7 t d:ViTd t -7,^-^ y^trt 

TRAILS TRAIL-Rmb< «TRAIL-R2XttCin5 ©M^rfcf^ffl LTT^ h — -> 
TRAILWFMJCT^ I — ^*»»*T5l^«H<Z)^-fe^-& 

K#:fcTMIL-Rl/R2^iRtt* faint" S d t T?ffF#tt*«|HljK7f €T S £ 5 ^ t V* 5 
gfrfcii&SJ^ItfcfrS. Ili^it hTRAILKU; -5 Txt^ 
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tilt & £ £ t»;e $ ft § © T\ «#tt#W»HJfel»^^ft#«|jWBIfi*tFfC 

#x.e»n^o b^feTRAIL©S^{*^^TSSrC#:-c?^n«\ »iik h TRAILS 

*fS?J5©ill©Sl$te> k hTRAIL-R132:^/XHk MRAIL-R2fcii|g'&'r#, JSlKB 
§t^LT#IKllC7^ h-^X^If ^b, jfro, lai^t h TRAILS >A°^K 

^>^?W^t hTRAIL-RlXfc£R2T?&&U ^6 7 ^ n — ^;Wtrv*©®jfifc: 
*^T«ffi$nTViS^r-^-RrX$;V^i^-r>6©^[(1975) Nature 256, 
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©44 II £ #T £ & <D *c & £ o 

(a) TRAIL-RlR^7XSTRAIL-R2^^bTV^MM^T^ S-yX^ift 

(b) TRAIL-RlSLD?/XHTRAIL-R2^^iibXU§t: hiEMISiC 

(c) t hmmmmmm^mrnvt^ 

^mmiz&^-cu, ±m<D (a) - (c) (D^xcDi^m^T^m^x^commm 

mfcfim&VlsK ±|B (a) - (c) ©4>&< £ 1 ^(DttM$^r-r§irL#:X« 

^ ©mtg^J if fl-T & o T, ©TRAIL-R2 tel^T § ^TRAIL-R1 ^ U ft V^fe 

©, ^svi^cDTRAiL^^mRAiL-RicDM^^^^-r^fe©^, ^mmo^m^x 

(2) _tfB£ft#«, T^X-T^X/W^UF-T, #iJ*J£E- 11-13, H-48-2, L-3 
0-10, N-18-12, W-40-5, X-14-4, X-51-12, F-4-8 , G-3-10, 03043U2KMTR1 ^ 

iDi^nst; zu—t-jvmfc-vfoio, ^hm^x$>^z.hmf^i^^o e- 

11-13, H-48-2, L-30-10, N-18-12, W-40-5, X-14-4, X-51-12, F-4-8, 0304X 
teKMTRHCcfc Di^Stl^ty P U-j-)V%iW(D$"( ~7°\&^ A J ffuT'V >G(Ig 

g) itc& d , G-3-io^ct Di^^ns^y ^d— ~r)vmk<D?^ wa;^d 

>M(IgM)MTfe^> 0 CUT, ±IBA-f^U F— ^©5^H-48-2, E-ll-13, F 
-4-8, L-30-10, 0304S:^KMTRnWn^tlH^fe$nT^D, ^O^f6'|f 
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FERM- BP-7599 


2001^5^ 18 EJ 


j// f \. y^v XTT -e'er TTCl /fcfci S7r At- 
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FERM BP-7698 
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FERM BP-7699 
FERM BP-7768 


2001^8£8B 
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FERM BP-7700 
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0304 


FERM BP-8037 
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FERM BP-8038 
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l&mmtVXte, A)S;@MColo205> #Wlia*U251$fflMX«TlfflItU >/1 

(3) *asw©$i#xtt-eoD«tB»BfM-^ iffl«7. sxio^zSKmmr^mmcD 

#fMc£>^T, t hffFIH^^^t-^)LD50tt^0. OlMg/mm_h, If^Kttfl.Ug 
/mlEU:, $ tt2-10Mg/mK S 6. K:»* b < & 10-1 00 jug/mK «t> 

$FSb<«10/Ag/mm± (08iLfc£lOOMg/mlEUi) — *^^©tn:#: 

X«-£-ODtg|fifl<J®rm^ !fflj@$c2. 5xl0 3 S:^Mii£;B#F^48BtP B 1©^^^*5^T, ffi 
IBIS (^^.^Colo205*Hlia. U251j8HJ&X«JurkatlfflJI&) lc^TSLD50<t^lOO/Ag/ 
ilKT, JF*b<«10Mg/mmT, «fc D£F£b < «0. 7^g/ml^T> £<bf;rff?£ 
L < teO. 02-0. 11 Aig/mK ftfeffSb < 140. 02/ig/ml^TT»4. ^bt, IBIS 
£&7. 5xl0 4 ^^jSBtr B 124B#K^^^^> t MFF«Hlfifc^-r*LD50«*«2-100Mg/ml 
T^D, 3M» 5xl0 3 ^^jSBtr^48^r B 1fc43^^^MM^MT^>LD50 

tt^o. o2-o. niJ.g/mix^^m^om^u^commmm^^mmiz^^'c 

(4) &mm<omfcjtfe :! t<Dmm%}Wr)n\z, mmm. 5xio 4 ^n^mmm24 
mxttwm-iom) , 2^£?£L<«ioofimJt (M^moofg-2 

50{g) , £ £>fc£f£U<te250fg-1000{g, U < te:1000«EU:T?&3 o 
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(5) ssk:, #mm(offifcy.\%^(DmmMmm%, mm (^ah^-ht^^c 
nil <d mm & mm-? ^ t # ^ $ > x Riga* & ssi® $ & ^ t # 

£&13BT&S9, J^T4>&< £t>30B, 'Pte < t &60B ©J§m? £ V < , m&ttf 

0. lMg/body(5/xg/kg)~100Mg/body(5mg/kg)Tafe^>o W*-fc£, S-^»^bT100 
Mg/bodyX«5mg/kg, $? * b < te:20Mg/bodyXtelnig/kg, J: D £P£ b < «4m g/b 
odyXte^OOMg/kg, $ £ f~£? £ V < m Mg/bodyXKi50M g/kg"Trg>§ 0 0.5 
Aig/body (25Aig/kg) ^K^bTfeckV^ S4MtbTS, 1 ISfcD 1IhJ-3[hJ 
© MX « PS B 2 Vf B n % o 

fi*V^7^KlfeW-S*56?8©S[# (#Jx.^0304trC#:XttE-ll-13irL 
#:) X^©afgWWn-©irLtt»^«OT©ffiD-e^^»o 

(a) 100mm 3 ©fi^^W^-^ 4~ 6 jl^©S^^^X(c20Mg/^^XIH#:©?ft 

(b) 100mm 3 ©ffi«^WT§ 4— .6 Mi^<Z)fi0^ T >Xfc:2O^g/'T^7;f@#:©lt 

^0^4 B^^^6 5 %£X±(DMm<Dm'h%:%\^mz 

(c ) lOOmm^ffim^^-r^ 4~ 6 Mi^(DtS!)S^'>XfC20Mg/^ T >Xi@#:cD* 

(e) iooBim 3 ©js^^#t-^ 1 2m^omm^vx\z2bug/^vxmfa<Dmm 
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zuiifi-v^z,. z.(Dm&, to 6 5 %&>±<Dmm<Di&'b&'j>te< t% 2 7 amw 

( f ) 300mm 3 ©JB^^W-r^ 4~6»IIS?9 *lc20 Mg/^£Xf@#©» 
*r££#T#S. C©±^^, TO 3 9 %&>±<Dmm<Dffi'h&'J>i3L< t% 1 4 Bit 

StJM> U>AJB, T«JSU>^«, ^5Stt#tt«, Wi®, ^ 

^StS, ^^rtlilS, 9PIU£, ffiSffiH^FJi&ffi, » 

ttiin, M^fS, mmm. mmm, ^^^mm. m&mm. f-^p^mm 
mwm, mmwm, mxmmm. nmmmm* mmumm. mmm. wmmm. 

(6) m&m^i T&m 9 td-en^n^^ns, /w^u f— ^e-ii-i3£>ms 

F £> $ tlfeMmSH^I \Z n - F $ n § Mil nj^M^Si^i^il "SJ 
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(7) E-ll-13, H-48-2. L-30-KK N-18-12, W-40-5, X-14-4, X-51-12, F-4-8 G- 
3-10, 0304RtnoiTRl^&^S»^6S«nS, TRAIL-R2lC«S'&-rs : E/^n — 

(8) ftHBA-f:/U #6>tl^ig*^^6»TRAIL-R2^M^T^K#: 

^TRAIL-R2^7 ^n-^-;|/Jn;#:(DS^?*o 

(9) IrlBA^yu F-Y^&ty ^n— ^-^trC^^n-FT-Sstf^^Mlb, 

SJiTRAIL-IM/ ^ D-tMft*^t5 £ £ £#fi£T-£, irCTRAIL- 

— sit L/T^. ^jiism, sias, mmm, m&m, 

mmm, ^-gmm, ^nmrn, $mm. &mm. mum, mmmm^±^m, 
&mm, m&m, ■m&ism, m^m, mmm. mmm. %&?mm, m&mm. 

jfiwjs, ikm&m. mm&m. mwmmm, wmmmm, mmmmm, m&m, 
wm&m. wmwm, mmffimm, m^m, %m&mm. ^mmmm, 
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H#S'FtBIl!2001-150213-^ (200l¥5£ 18 B fcBS) , 5 ^IB#ff tBIpJOO 1-243040 
# (2001^8^ 9 BHil) RrXB*H#W : WK2001-314489-^ (2001^10^11001 

triTRAIL-RlR^^/^n-^^K:, mmm\zMVT7tf h-~>X£sff# 
1 i t Hifjf^SntUS [Griffith, T. S. , et ah (1999) J. 
Immunol. 162, 2597-2605#HB ; Chuntharapai, A. , et ah (2001) J. Immunol. 1 
66, 4891-4898#flg]o IsfrlsfeifiZ* Z.nh<D^m^^ Xm$k<Db<DT&Z> 0 

sat, m.WkX\i hiRk\i?>nzmz.%>^xmmt.fc~ox\,^2>, kME^fpn 
wmm & i«*tt iz-D^Tfe&zn&o 

M<^Z\£\z, *mm<DffiMt hiftTRAIL-R2^y ^n-±;P^C#:«, t ME 

nmm&m&mmzttisT<D&?3:z>~f, n^.k h trails >/^^H?c: e fc -s^dbs 
$ n§ iE^flf isisi life, mm^mm-r % m&m &m ^ z. 

M*fC#:^UT«^ ^n^J >G(IgG) , IHAdgAK MR (IgE) R^HM (IgM) (D 

1. TRAILfttf-tCDtfa* 

ffi&^B^ (TNF) il7#h->Xii'J^>F (TRAI 
L) ©g^f* (TRAIL-R) fC^fr^.K#:T^D, ©TRAILHU£SJfoT£in:#\ (DTRAI 
L-R2K:KJSt-5fn;ft\ RZ^TMll-M£TMll-n<DM&teRfoT 

®«in;#:^ TORAIL-RlifC&J , ©;fttf©0£ifl:£ r^TRAIL- 
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R2ifEf*J tl^CifeSiS. *0JIE«^*5^TTRAIL-Rl<hTRAIL-R2(7)M^ 
©TRAILS^SMWlC^fe-tirTiawrs^tt, rTRAIL-Ri;&tfR2j £V>-5 
£<hfe&£o t^T, ^J^« riRAIL-Rl^^R2^^^^^-j 5 fcfBmbfc 
m-SlZ , TRAIL-Rl©^JJ^^^-ch, TRAIL-R2<Z)^JJ^ 

^ ^ -© 2 o &mm-t % z t ^rnvkt s 0 

M-t>^^o rmzmmfti tu, truto-mft (n&ftmfr) tfeoL m^com 

W^(Dftm%\^&±&WTZ>&<D&Mmis, JMfcWfcteF (ab') 2 , Fab\ Fab, 
Fv, zS7,)V74 F^Fv> -*fIFv (scFv) , ^t/Jin 5> (Dfi^^^tf £>tl§ 

(D.J.King., Applications and Engineering of Monoclonal Antibodies. , 1998 

T. J. Internat ional Ltd) „ 

^mm<Dtnfo£VT\z, m^commmiizmm^n^. t mrail-ri 
%LZ$u(omm~rz>mmm\zT-tf b-^T.^mm-t^m^^T^^m^m.^, & 

\z&\,*t, ixiiti(D7$yi^^ lift- < \zmn infers ymiB^j 

WX, ttin) £J£T fete, ^©T^ymia^JSn— S^SSa^JSrBP^Wic:^ 

#^K)^2»A?£ (site specific mutagenesis) V^T^£fefc J: D 2»A~f £ 
£ (Proc Natl Acad Sci USA., 1984 Vol81:5662) «, £ £T\ 
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ts^TfrS. Wt>. m%.l&. MaBTjeiSb&.fcSfck: hTMIL-Ri;RtfR2XKt?-© 
— ^0irCMtt^i«a6^>fei6©3g^75:^jK (M;Uf> bovine serum album 
in#) t &gfcj£CTftJgIRt£3!l (7D>f >HfiD^Xtt^7 

vm%\Mm\z.%Lm.-tz> a thTRAiL-Ri^n-Hf sat^^ x«th 

TRAIL-R2&3- FTsatte^igAU TRAIL-RlX»TRAIL-R2*»IJfi*®K:jfl*a 

G2X I gG4 IZ m&T 5u«htJ;D, Fclz-fe^^-tC m ©4£ V > £ 

a& § v> te^oo «fc -5 &IB^'J & £ €fi ^K^J t *g£"r SuttciD, Fc W-fe rf 

*— -fyh'J^ <i>WI±, J r9*3 L VJ±m<Dl&K&&m (J.W. Goding, 
Momoclonal Antibodies: principles and practice., 1993 AcademicPress) , 

<h^^yX ^U^TT-f S^SPOfl^Sffe&I (D.J.King, Applications and 
Engineering of Monoclonal Antibodies., 1998 T.J.International Ltd. ; M. L. 
Grossbard. , Monoclonal Antibody-BasedTherapy of Cancer., 1998 Marcel Dek 
ker Inc) , ££>f~, Maytansinoid^©:/ n H =y y if (Chari et al., Cancer Re 
s., 1992 Vol. 52:127; Liu et al. , Proc. Natl. Acad. Sci. USA, 1996 Vol.93: 
8681) fc<H£*g^£-&« E ££«k Dffi&£©^m®te£E^&£ £ KiWmTZ d 
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mmmzfc, ^mjwinmz&^x. trail-r2£^-£-l, trail-rh-« 

£d<h£^.MLfc 0 fi£oT\ TRAIL-R2tCjjg^TS*ri#:©^ffl3&>e., TR 

#&*%bfrV>#SSW©#i#fii* TRAIL-R2fC^^b, TRAIL-RltcM^b&Vvli 

^iltSXg, (3)#MM (^T r$in-Tj <Dmm. (4)ifC#: 

I41it5xn- *7t©JBHfi»'&,' (5) BWttSSt#*i4tS;W^'J F 
—^n<DM&U (6)^— jffll&^n — >^®^#J (?n-->^) , (7) #-&K:«fco 

twu zu—^)vmw&-xmzwm~rz>tz.isb(DM f— -rcDi&at, x« 

UT> JftTRAIL-Rl&m^/ ^ ^-;Pfii#:©f^S4fe&JtBBXeK:»oTWj£ 



(1) M©HS 

SfLMchbTtt, t MRAIL-Rl^^R2©IBia^M«<hh MgG©Fc^<h <DM& 
fynZW. («TTRAIL-Rl-hFcJtrXTRAIL-R2-hFctVi5) V>«> d £#T?fr£« 
TRAIL-Rl-hFc^mRAIL-R2-hFc«, TRAIL-RlXteR2<h fc MgG0DFc£*£©l»'& 

«t#T^§ 0 ALEXIStt^STp-IR^nT^-STRAIL-Rl-hFcSmRAI 
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L-R2-hFcSfflViSflft>T?€rS. t h*Blfi*CD«IflaiR±^^aE*rSTRAIL-Rl 

TRAIL-Rl&tfR2©— ^5ttt^HT2&§ [Pan, G. , et al. (1997) Science 276, 
111-113 RtfScience 277, 815-818#J$ ; Walczak, H. , et al. (1997) EMBO J 
16 (17) 5386-5397#M] ©T?, atft^OMfciD, TRAIL-R1RIKR2© 

MUttTft t hTRAIL-RlR^WR2©±fi^S»iJiaF*3ffil«0^ 
>^IX^X h^>f>«J;DC5|c«fll075y»^fck MRAIL-R1^^R2 (£* 
T rTRAIL-Rl^rXR2deltaj £^T§fgJJt^ ^-pEF-TRAIL-Rldel taS. 

t^pEF-TRAIL-R2delta&L929jWmfiK:«CAb, mj&SMfcTRAIL-RlRtmdeltaSffl 
33J LTt^-S M #^7? & 5 „ pEF-TRAIL-Rlde 1 t aX tfpEF-TRAIL-R2de 1 1 a 
*nfn, t MRAIL-Rldelta^>A°^K^r3— FfSDNARtffc MRAIL-R2 
deltas >/^SS3- FT^DNAS, »«»B1SJB»^^— pEFneo [Ohashi. 
H. , et al. (1994) Proc. Natl. Acad. Sci. 91, 158-162#M] izmfr&ts z. £ 
KU;»3fW«5. fcfdV, TRAIL-RlRr5R2Sn— HfSDNA, 

pEF-TRAIL-RlROT2deltaTL929lffllfi&^«teiftbT ! »&nfc^ 
SS & £ *£3t U pEFne 2? ^ — A $ tlfcHH J3& K: 3»# Sn5^T-fy> 

m&vmm* Rzs^^muii-Rmun^^j^u— (dako&ss) 

fcTRAIL-RlRtmdeltafS^OWRSfgSH;:, t MRAIL-RlS:lXR2del ta^-ecDJHB 
lfiSlSfc»*Jte:55SbTV^L929lffllfi*^»*r«2lt*«T#*. 

(2) &nfcm*kMm<DmW:3:m 

^7X^Mt)»jltc^V^n§^\ ^©£-5& v^x^W^e.©^:^ [Tomizuka. 
et al., Proc Natl Acad Sci USA., 2000 Vol 97:722] krfBlc^ til ^ & „ 
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*5gW^*tt«5trE^ffi©a!l3t«, #J*.fcfELISAi£fc:J:nfc£, ^TfcfBifcT-S «fc 
3fc:¥JBK:«fc?)fr'3;i£#T?#S. £-f> ttSX«BMMllRb&mS^fc MRAI 

bT^^^@ffi^M^miMi^M#^^>A°^K, ^J^«->yAi7^7*$ > 
(£TF TBSAj fc«fc?>«^ R^®&Ssi§^ bTJffcPtfTO 

bfcttt* (M^.^^XjfiL«) fcttt^t, ±BB^Mtett***©^TRAIL-Ri;Rtf 

(3) 5XD--7©lgIg 

— jR«Hc»T^X^S#5nfc*5|c-fb«Bie, M%.m-7*?tf 7 — (BA 
LB/cEtt) 5XD-^^P3X63Ag8U. 1 (P3-U1) [Yelton, D. E. et al. Current To 
pics in Microbiology and Immunology, 81, 1-7 (1978) ] , P3/NSI/l-Ag4-l (N 
S-l) [Kohler, G. et al. European J. Immunology, 6, 511-519 (1976) ] , 
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Sp2/0-Agl4 (SP-2) [Shulman, M. et al. Nature, 276, 269-270 (1978) ] , P3 
X63Ag8. 653 (653) [Kearney, J. F. et al. J. Immunology, 123, 1548-1550 (19 
79) ] , P3X63Ag8(X63) [Horibata, K. and Harris, A. W. Nature, 256, 495-4 

97 (1975) ] &£&fflv>5££#jfF£Lv* 0 z\tnz><Dmmw\z, mm.fcmi&. 
z/>jBLtfv^m!%ihLm tfcsj &ta%.?tKpm-mQmmzs-7'*?if 

7 — >&ta%-fcmi&] , -fX37^^)KyJi§ft (Iscove' s Modified Dulb 
ecco's Medium ; J^T riMDMj , JLY3i&)V'< y n&^-f — tfjvmifa (Dul 

becco's Modified Eagle Medium ; &,T TDMEMJ <hV>5) TiBtf^ft^fS^ $Q 



(4) iSfflflaB!^ 

fflg^©vi*rnosi5&^e>#T ! b«fc<, —miz um> v>nm, #$t, hbl 

(3) t?# e> n& ^ x n $ -a- § £ v xmtem % — m m \zn t> nt ^ 
mmmhs.jLu~-^ h^mskmmm (^j^dmem) , xau>iif4iM 

m (£TF rpBSj ti<^j|U WiKBIfit^xn— TCD*HJfi»[CDJt5&S5: 1 

~10:l@S^7^^cfc-5 fcS'&U S^Htt"*. ±fflf^l^3cb v Jfc*bfc*BJfi» 
*«k<S<bfc^ «#b^*S61iil©50% (i/T)^iJifl/>^'J ($Hp 
»1000~4000) £#t?&jfo?it i§it!l£?i§TTS 0 ^©^, 10ml ©Ml if o 

>?>-75;7TiJ>-f$y> (J^T THATJ £^5) IMkh-f>^- 
cK3f>-6 (ETF TIL-6J %^fclE1?;mm THATiMj <h^5) 
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(5) ;W^'J F-Tg®M 

^>^> • #?~y • 3jNX*U^->;Vh^>X^i^-if (HGPRT) ^JI^T-afe 

m *p x (D mm ^m-f^z\t.\z^^x. m*n ttmrn t^in-Yttic/w^ 

m CO— ffl&mWLV, ELISA&cklefc D^TRAIL-Rl^^irL^tt^^l^-T^o 

7^b. ELISAffl©*ri;iEi:bT_hfBS$-&^>A^K€rMV^±^'a-«, t MgG(DFc 

y&mn-t z>m^>&mx&&o f©j;^^D->©fiii MgG 

©FcMc £ b fcELI SA^ K: J; D 5tf» § z. t j^TT # § 0 

(6) & p — ->^I1 

£ns«fc a \z^Mvxmm-T%>m$f-mR&, ^m^m%^pxmmvnu~~-^m 
mmt~&Jj&, iL)iv-&~iz<k'DX\mcDmm%:ttmTz> ry—^n— >j 
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mm® (d m * 5 ntc o x ;v \z -o u x , w \m.^w& ^ «t & # n - - > ^ * 

2~4lHl^jg U £J£ bTtftfMfli©IBa£> S> nfe fe © SfrtTRAIL-RlRtm^E / ^ n - 
7^7;W^U vH-48-2tt, ¥^13^ (2001^) 5J3 18 B # ttT3ftStff i£i£A 

mi wi6) izmmm^nx^^o mmmwem^t, ferm bp-7599t?&§ 0 

£fc, /W:/y F-^E-ll-13«Sft#-^^FERM BP-7698<h IT, A-T^U H — 
TF-4-8«SK#^^FERM BP-7699£LT, A-T^U vL-3O-lOtt§f6##J0* 
FERM BP-7700£bT, «13¥ (2001¥) 8^ 8B#ttTHIS«rt£$tlTViS„ 
A-Y^U F — T0304«§f6#-^FERM BP-8037£LT> A-T^U F — vKMTRlfct 
Sff£#-^FERM BP-8038£bT, ^pfifeH^ (2002^) 5J3 10 B # &Tliff£$ tl 

-r&M&te, IS(6) STStKtT, KTfcEUt 5Ii (7) & jR#fiD(H!S 



(7) A-r ^ i§* «fc s ^ y ^ d - ^ ;utftfr © gi m 

^ (#!lxJfBALB/c) f U< «Nu/Nu^X, tJVty AAX^- 

o — ^^ffM^y F (mX-te, MAbTrap GII3r^ F ; 7TyfA7/JWy 
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(8) =E J Z u-j-)Vmfc<D$ife 

■EAT^J^ fcfr 5 dt30«T?#*. £t\ mfefetlsXUjrZ^fru-- (Ouchte 
rlony) ELISA?£> XfciRIA&}&*#tf £>ns» t^T^az-SttlBfiTH:* 

SSC 7t-U>n9U-& ^lX280nm^*5^^>® 

7"dS [1.4(0D280)=-r A/ifuzfV >lmg/ml] «t r> JfLfcBT^feKiJ; 0 ff 5 £ £ 

y^F^n- FT£DNAE^J£$?M&f§Siy^X5 F«1M^ *)M^©?& 
S©*s— jKWTffcS. WAS, KK^>^^«©C5|c«gX«N5|5«BA>ea^ft:SS 

-£©^ Kittle < , ^©^^©^Urf^^F, XIJfit^^H©^ 
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U^:/^K£&£fcfc©fBtefc;£ffi£LT, WM<D*y b SPOTs^ 
v v (yi;yx-;Htf^yny-xtI) , tf >^&£J1 life- 

M^ffim^M^ffl^T^^^-tirfeffim^-Mfei^^M-r^ £ £ (P. 
J. Delves. , ANTIBODY PRODUCTION ESSENTIAL TECHNIQUES., 1997 WILEY, P. Shep 
herd and C. Dean. , Monoclonal Antibodies., 2000 OXFORD UNIVERSITY PRESS, 
J. W. Goding. , Monoclonal Ant ibodies principles and practice., 1993 ACADEM 
IC PRESS) o 

StLT^/W^J F-^^e>PSbfcDNA^^T§ ^<h^T#§ 0 £tl5>©D 

na^ 1 -D(Dmmt£^.s7?—tzm.&&&. zn&m^zmAVTmfM^^&fr, $> 
§v^s^ti6©DNA^^n^njS^7d:^^^— kim^^ j&mmz^&o 
^tr$?-\z\^ m^m&^&mmzmMvm&7T—i?yLU7''7 7.^ 

mtitl%° 7°7X5 FDNA^LT^, tt?IXI»ft*®^77 5 F 

m ccosmm, chomis^) , m&mmtfm? t>n& 0 

>£Jl^£7j?iU xl/^ bn^l/— -> a >ti % X7i0^7h& il>Jf7 

t'Xl/7 Fn^l/-va >^U^^rc^7i/ 3 >fe^{MbTjlfg^^SA-r^77 
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■&mw\z&^T, muii-mm^ mw^mi^^mmv, ^(Dmmmfrzm 
mmmmm, n-^-^ h)v\z^^mmmuE^mm^n^> a 

^ 7 — ir>&— wtmtz&fc^mjjfe&m&^xtem&mfr&fritTm ^z>z\ 

**TS^/^D— ^;VK#S^:*»c:flS[»*r* Jit*) "PTIlTffeS (Wright, G. , e 
t al. (1991) Bio/Technology 9, 830-834) 0 /W F— T^r-T > H h n^rig 

/> d— ±)vffifc&m$iz&%t£&\zm^zn&£5f£m^m^mm, %>2>wm, 
o) m&cD&m 

&m m izmmomm \z£v mm-r %z\t a*T # § : 

TRAIL-R13StrX/X«R2S^SUT^-5««Iflate:r^ h 
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b) ^bJEnummm^m^mmh, ^mm^m^^miz^^itvibr^mco 

mm iz tz&w & 

c) t h^mmmm^mmv. ^mmom^mmz^^vmcmmrmm 
(D^m^m^r^M, mummmm % if m u & ^ 0 

^mn^m^-oym h-yxitgtttt, ldsom mMoDmm^mz^x. 

?£i£T£l^l^#J£&^T100/zg/mmT, $f «10xig/inmT, D 

ffSKKO.TMg/il^T, $ ££$?£b< S20. 02-0. llAig/mK I%^Sb<« 
0. 02Atg/mlKTT-fe§o 

mizilh <te^z\t $fftt§„ LD50«jftl<hbfc4§'&, m*fii-sn^#tc:*3 
V^TO. OlAtg/mmJi. »^L<ao.l/ig/ml^±, <£; D b < te2-10 /z g/mK 
$ e>^$?^b< telO-24Mg/mk «&£?;£U< «24/ig/mm_LTab^o 

*^^©ifL#«, _tfBa)~c) (D^-fnfrcD&'&^T ^feco^S-S^, £?£L 
< S_hgBa)gBicOfl§te, Tf3Lfr>%mMM\zttVTT# 1 — £SI3rr5EH£ 
±fBb) R^c) SBm©«14. t^fo^EMi, ^CIESJFF^Stmtctefft^M 
^bfe^tttWi^, M75:#'l4^^T§^KT^^o tot, «§BJ!<D 

IE^ffl^X{mM^^-r^T#h-^XM^tt^LD50ffi^fg^tLTS-r 

;U£hhffFM) Xte-ISM (fll*.fc£t: h^:fliS$H^^Colo205 ; ATCC CCL-22 
2) £it«U *^BJ©in;-f$^jS^^^nL, — ^B#^^3§^©MIH^©^#* 
^MTTryiz-r (Green, L. M. etal., J. Immunological Methods, 70 : 257-268 (1 
984)) XttLDHT^ii-l'Ti^^^Dt'JS-r^c 
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mmmco 1 0205 izm~? & mm-v 96twj& 7° v— v © m$> & d 1 00 # 1 ©±§^ 

£2. 5xl0 3 OD«£;ML, 37°C, 5% CO^&TTJ&HU Kfr^S 0«U U 
lufB^^T^48B#^ffi^fe : fii^|ffl^O^#^^SiJ^bfc (KJ»©£* : 110-1 
20 u\) o *mm\z&^Tte. f&iB&#& r|B^^2. 5xl0 3 ^^iSB#r B 148B#P^J 

(Dmm\zi. mwmm&mmv. 37°c, 5% co 2 #^tt±^*l, ^^sHi 

JPb, MfH^TfC24B#P B 1«Vife^fc^M(D^#^^iiJ^bfe (SJM©^*: 
110— 120m 1) o #5B91fc:43V*TfcJ:, #ufB^#£ r|ffl^^7. 5xl0 4 R^j^Btr B 124 

2Mfc§B0#i#fc:fc3U ±3B®fc#7?LD50£«!IJ£b;fc£€ffc:, iEtll (tMfl 
&) fc^bTLD5Ott#0!IA.K£O. 01/ig/ml (lOng/ml) J^±, » * b < ttO. 1 m g/mlEA 
_t OttM £ *f § fe <D Wis £ n S o iE^Jffllfi K: 5 LD5 0 teiS V* t5 
V^V^Sfe*, 2-100£tg/ml©LD50ffi£WTSia#^£ £>fcl$?£bVio 

±BB©&#7?LD50*»l3£b;fe:££fc:, SS«HBSfc:MbTLD50« 

So ^Wa^1-^LD50^^S^ffi^m^'I4^3iV^V^S^S6, 0.02-0. 
lljfcg/ml©LD50&#t*5%>©#*£ Sfc^^bV*. ^^^(DE-ll-13tn:#:, L 

-30-10jf[#:^^KMTR lfifttt, f©k h MHJ&fc^Tr £LD50#;^2-100 w g/m 
1 J^Jb (^1^.^2-24 m g/mh SF*b<ttl00Mg/ml) , j&v^ 5®|ffliafC^TSLD5 
Offi^O. 02-0. llMg/ml©ttSt£^bT£;CK iEUtaBlfifc^f «5fc^tti:Jfi*lfflJfi 

21217!, r|0«7. 5xlO 4 ^O;S^0#^24B#P H lJ ©&#Tf89)£bfc <h #<DIE# 
IHHS^MTSLD50{itt, r|BflSic2. 5x10 3 R^K^B#Pb148B#P^J <D&#7?iBlJ£b 
fc2:€r©0fflJfifc^-rSLD5O'ltfc©JfcK:t?ViT4ftWbT*«. tufE©®^ IE ST 
IE^^M v r§LD50ttJft?^S^^tt^^< , JilBiaK:^-*rSLD50tt{gVi Shifts 

*iwifi^tt3^aivifc8e>, jEfif«Bjfi»c^-*rsLD50ffi«, mmmizM-r^imo^it^ 
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lzti^%Lmfimmmz$i^%l])5Q(D fa £N/Cifc % t, i^mmco 

^MT^LD50©10i§J^±(N/C=10l^-h). J: D * L < «N/C = 0 , 

T, JlI^£?£bl>fgH#WC=50, N/C = 50]^Ji, N/C = 50/^ £ 100, N/C= lOO^Ji, 
N/C= 100^ £> 1000 <h&D, $ S U< «N/C = 250^5»1000Tfe«9, fbTI 

L < «N/C=1000^±T^^o 

m (7'J-XH7-f) U ^Si^n^<h#^±IB©J;-5/^S«^^»D-r 
iAt^UT, 10150. Olmg^MlOOOmg-rfeD. Z\nB^m, XteJfcleH^tfT 

^t§^t^t^. 0 #i^pig^«, mffio. oimgT^siooomg^^T 
mm, ffifammxfeifrmmmz&'DT %z.t-t)ix~%z> a 
^mmcom^ummummu, TMii-Rmzsn^mmhxu^mmizMm-r^ 

mmm, &ikm, u>/\m tshhbssu >ajk> ^tttti, pus. t 
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&mi&s ttftmm* mmm, &mm, mmm, mmmm^±^m, &mm, m 
mm, mumm. m^m. mmm, mmm, t j;5ifi, mmzm, ^mnm 

m^m. m&mm. mrmmm. nmmmm, mmmmm, m&m. wmwm. 

Milt, t hirCTRAIL-Rl ; E7^n-^-;i/ifc#:^jg^-r^A-i' !/U F-T©±g* 

0 2 ft t hiaTRAIL-R2^y i7 n-^-;VJrL#:^^^-r^,/N<^U F— *7©i&SI 
JLtfff ©Colo205^-rSiWlfi5EBI*«j4&^TEII. 

03H t hJrtTRAIL^^Ey ^n— ^-;VifC#^?r>£^T^)A-r^U F— ^©ig* 

B4li, b Fin;TRAIL-R2^E/ ^ P-:h;i^#:£^£T&/W :/U F-T©*S4i 
±?ff4 I ©HUVEC^^-r^lB^^M«Stt^^'rBIo 

0 5alt hFIE^STRAIL (»teP > h P— ;W ©Colo205;&r£lE3r fc FJff 

H15btt, »»t FifLTRAIL-R2 ; Ey ^7 p — ^Hftfls: (H-48-2) ©Co1o205Sl^ 

15c(l HMSfc: F*rLTRAiL-R2 ; Ey^P-^;^in;#:(E-ll-13) ©Co1o205RCKjE 
St Fff^KlfflIS^MT^Iffl^^^^tt§^1-|l| 0 
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05dit lit hinTRAIL-R2^E/ ^ n — (L-30-10) <8Colo205;RtfIE 

05eH ffiiSh hfciTRAILH^/ ^ D— ^-JVSl# (F-4-8) CDColo205XrXjE# 

05fH »«t htaTRAIL-R2^&y £ (W-40-5) ©Colo205R^iE 

@5gft hiaTRAIL-R2^y ^n-^-;i/irC#:(0304) ©Colo205S:lKlES- 

15hH MSSk hJfETRAIL-R2^Ey ^ n-^irCfls: (0322) ©Co1o205R^jE«- 

B5 iH ifit$gk hirETRAIL-R2 ; Ey ^ u — ±)V$i#L (KMTR1) ©Colo205»t^iE# 

EI 5 j H ilk h ifCTRAIL-R2 ; E J 9 u — j-)lffifc (DIM) ©Colo2052fe^iEfl!t k 

I5k(t *SSat hirCTRAIL^^y ^n — ^JI/^ (0304, t^tikMgG^ 
«Jn) ODColo2052fetXjEflrt: Mf^H«Ufit::^*rsilBia5BSI«»tt***r0. 

05 1 «, t©k hifCTRAIL-R2^y ^ D-^;HR# (KMTRK t^kMgGiR 
#:*i»p) OColo205R^IE»b: hffF^KIfflflMfc^T^ilfflM^MS^te^^-rillo 

0 6lt fflfSt hirCTRAIL-^^/ ^n— :J-;MR#E-11-13, F-4-8, H-48-2, L- 
30-10, W-40-5£, lMg/^^7»fi#:T3|lIPSBS#bfe<i:#.©)B^©^#$^S!l 

@7H »»t hirCTRAIL-R2^y ^ D-±;i4rL#:E-ll-13£4, 20, lOO^gAT 

300iimi 3 CDjBi)ST^X{CMb, »St hftTEAIL^^y ^ D-t^tt# 

0911 lOOmm^M^XfcMk, ilk htfCTRAIL^^y tr u—<r 
0304&20^g/^^^fl#T3®WBS#bfc^^©lBS»©^^^*ajfeUfcj!i* 

01 Oil lOOmmWliffi'T^XfcMk, ffl® k hirCTRAIL-R2^ 7 ^ n-^-;l/tn: 
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{$03 04 £ 25 m g/ V £ X ffl#T?30g:# b & £ £ © JB* © *: £ $ & SS3t L § 
Iliad Mx.M*S®b htrLTRAIL-R2^y & U—±)l$ifc<DCo\o205mJ& 

\zitfTz>mmmmm± (^mhMgG^MUja) str-th. 

01 lbH, mm^MlfMt hifCTRAIL-R2^7 ^n-±;Vtf[#©Colo205*ffl^ 



muMi mucosa®* 

t hTMIL-RlR^2^«BiaK±K:5a!|l!l«^bT^S«fflJfiS#Sfc«>, b hTRAI 

C*Sffl©75/i$i^fck MRAIL-RlRtf t: MRAIL-R2 (^T TTRAIL-RIR 
t£R2deltaj <hV>5>) ^SJ^^X 5 t^^^ bfc D TRAIL-Ri;&r£R2del ta 

£3-FTSDNAteu PCR^^ckDf^Sbfeo 

a) ^Ik MRAIL-Rm^R2^li^^37-©iMI® 

§?SiPCR£:fif-5 K:$>fcD, iSt LTIt/^c©^, t MRAIL-R1$:LKR2£ n — 
KT^cDNA^JtT^^XS H^^^-pcDNA3-TRAIL-RlS:lXpcDNA3-TRAIL-R2 
T&^o pcDNA3-TRAIL-Rm^pcDNA3-TRAIL-R2«^T©^^-r#S$nrco 
ftt MRAIL-R1 DNA^mRAIL-R2 DNA.£, -^©5' ^i^EcoRIIB^, -^©3' 
^ScNotllB^flltri F>£#JD-r^<£>^U 7— tf^MMJfc (PCR) ttft^ 

mmvr^o thm&m'&cwk (ciontechafio siitit, trail-rh-^^t 

ti'/^'f^-ttT : 5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (SB^J#^ 1 ) 
5' -TTTCTCGAGGCGGCCGCTTATCACTCCAAGGACACGGCAGAGCCTGTG-3' (@B^J#^- 2 ) 
TRAIL-^^^Tte^-f UT : 5' -CACGAATTCGCCACCATGGAACAACGGGGACAG 

-3' (SB^J#-*t 3 ) S:^5' -TTTCTCGAGGCGGCCGCTCATTAGGACATGGCAGAGTCTGCATTACCT 
-3' (@H3Wt4) ££-£5oU ^^^^PfxDNA^U if (3^3 • tf— y — 
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;Vx;V£h§£) SffflLT, (94°C\ 20# ; 60°C\ 30# ; 68°C> 90»1) X301M 
^;K2PCRKJS£ff ofe 0 f!i0$nfeTRAIL-RlRrXTRAIL-R2SH^J$, EcoRI-NotI 
SffM-^bTWb, |WI-^^T^$nTV^cpcDNA3 (Invi t rogen&§g) ^ ^ 
-tSMbfeo #e,nfe^°^X$ H^pcDNA3-TRAIL-RlR^pcDNA3-TRAIL-R2.h^ 
^Lfeo pcDNA3-TRAIL-R2^m^iA^tlfeTRAIL-R2«, SiR^JX 7° z/>tf\Z 
£K>mj&-£ntc.2'C)<DWTft(Dtir>-T:\ 1320bp©cDNA{r3— F£tt£>4407^ SWtifr 
^§fe©TS5, i^T, iWW^T^TOPCROSJfc^SIlim, v->T 
>yPCR~>X5 : -A9700 ; (») A*-^>x;i/V- • >>> A° >%h® 

b) t: hTRAIL-RlS^R2delta^?i^^^-©ilI© 

t hTRAIL-RlS:^R2delta^¥i^^^-^^T(Z)^i{C-ri)iIMbfeo 1-351©T 
^ ymiB^J^jt^TRAIL-Rl^^^y^F, 1-348CDT ^ J miB^^TRA 

IL-R2^^^y 0 ^F^&fj:§figli^^^5 F^flt £fc£>fc, TRAIL-R1WR2 
§|5^^^°^F(D5' *^^EcoRIiH^iJ, 3' ^^^NotlSH^J iHihn F >£ttip-r 
^^©PCR^JS^ff PCRteU TRAIL-Rl^^Tte^U^^^F^-r 

-T-5' -CACGAATTCACCATGGCGCCACCACCAGCT-3' (IB3?U#-^ 1 ) -TTCTACGAGCG 
GCTTATCACAGCCTCCTCCTCTGAGA-3* (MH^iJ#^ 5 ) TRAIL-R2fCO l^Tte^ U =f 
^ Z P-*^ Fy^-fT— 5' -CACGAATTCGCCACCATGGAACAACGGGGACAG-3' (MB?!!#-^ 
3) ^lX5'-TTCTACGAGCGGCCGCTTATCACAAGTCTGCAAAGTCATC-3' (SH^J#^- 6 ) 
■7°^^^PfxDNA^U tf (^^ntf-T-;Vx;i/%h^) . S:rXpcDNA3 -TRAIL 

-RhpcMA3-TRAIL-R2<HMbT\ (94°C, 20# ; 65°C. 30# ; &^68T\ 75# 
F B 1)x 25it-r^;KD^f^lrffofeo ^ffli$tifeTRAIL-Rl®:OT2©^^^ K 
EcoRI-NotliffH-ibX^gtb^io -^UT^cDEcoRI-Notlilrjt^EcoRIiNotl^* 
-e^?S^bfepEFneo^^^ — fcaS^b7t 0 #Bnfc77^5 F ^pEF-TRAIL-Rldel t 
aS:^pEF-TRAIL-R2delta<t#^bfeo 

c) t hinii-nRzsnieitammmm^m 

b)T^MbfcpEF-TRAIL-Rldeltaj^lKpEF-TRAIL-R2delta^, LipofectAMINE PI 
us (^^3 T— ;Vx;PS:M) ^ffl^T, L929IHJ& (American Type Culture 
Collection No. CCL-1) CiAl&o jtfc^Ate^Xo. TJKD^fcTfro fe 0 
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(it*Mll75cra 2 ) ^T37 0 C, 5. 0%^M^XTT24^Ki§* 
bfclJ^ G418 (^yntf-T-;Vx;i/th^) §lmg/mlfcfcS:^)ct-5^iPA., liIP*1 
±§«bfeo ^^iat hTRAIL-Rl^U ^ P-^Jl/^^^^irCt hTRAI 

ffl IS T G4 1 8 W ft (D M W £ m # b <D \t , 3 5 1 X ^ 7 gg B ft TRA I L -R 1 d e 1 1 a 
S.r^348T5 yM^e./^^TRAIL-R2delta^MHSflISM±^^JlbTt/^ Z\t&m 

Jl/3948 ; (**) A°-^r>x;i/^— • >>>/\°> • F/Hty7fAX?I 
^fflV^T. ^©T-a7;W:toTffofc [Matteucci, M. D. and Caruthe 
rs,M.H. (1981) J. Am. Chem. Soc. 103, 3185-3191 „ #^ U ^ 9 V^J- F 

(SC20mi£k hIg«iIh^>X^-> (KCo5) £iTO^#Jf-r^o ^©T^Xtt 

t higaiijifs^^^^m^A©^^^^, t Mg/ci h ^>xi?->%w^ 
mmw^vx t<D3miz<k r>^mvr^ 0 mmm, fammgmm&zs Kmmmm 
(D^mmiz-D^x^^m-^^^x), ^mfcm^mtz.imm&feWrK (sc20)§« 

mT^^^^mmT:^>V, M*-k£Wl?£>©M (Tomizuka. et al., Proc Natl 
Acad Sci USA., 2000 Vol97:722) fCfE*c£ tlT ^BteftHttlgM 

(KCo5) ZUmTZ^tyx^M (h-7>X^m-u/^ x^7x) T^O, tfSAfcfFi 
shwild^Ofg^ (Nat BiotechnoL, 1996 Vol 14:845) \zmm^nx^^ 0 

^XcD^IB^ck ^n^n^^^^^mm^CDm^ (Tomizuka et al. , Proc Na 
tl Acad Sci USA. , 2000 Vol97:722) fcfEm^nfcTjfeTiiWU ii^ (:t: ], 
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ida&Lonberg, IBC s 1 1 th Ant ibody Engineering, Abstract 2000 ; Ishida, I. 
et al. , Cloning & Stem Cells 4, 85-96 (2002)), KT©M^itffltnfc„ 

fa&mmz^ ±m^v x^mfcrnnm^^hf^ry (5b pj (2002) 
mmm^ 20, 6, 846-850 *>m^ita mm^h^i^m^^^u. mm 



(^isf 6*^ maKa^sff i99i) ^fcgam^ns^^^-jKW^^^o 

TiSLfeo MgttT0t MRAIL-RlRlflttfci, ^ttm "CfflfibfcTRAIL- 
RlifttfR2delta38m929»U6, 3U3k hTRAIL-RlR^R2CDittlja^««t k MgGl 

k hTRAIL-Rlfc:*rT5k ht/ ^n-tM#©ai^SKl<J:UT, k Mtl#: 
Siv^^t, ^*6^!in?f^SttUfcTRAIL-Rldelta56iBL929IBlfi (3xl0 6 IM/ 

iWiaa&P5JeWtc^6!Sbfco k hTRAIL-R2{c*f-f ^>k ^n — ^-;VifL#:©pa 

£@W<hkT, k htrC#:^^v^7»fc, I»M1 T?f^«bfcTRAIL-R2del tafgij!L9 

2mm (ix\o 7 mm/m) ^m^mzwm-^mvr^o wmf&mfr mmm 
%m&piiz, vMw&tzmsntmmfk&vf!:. •zzizskTizm^zmm&mmz 
smizmmm, tfeat hTuiL-ncomm^mmiiii higGi©Fc««£#*Bfc£-L 
tc?>n2n%mmmz%>mi>fco &fz, k h^M^^x\z\i mrail-r2© 

#3 0tu^|Wj^>/\°^H^SM(c^iSkfeo 

^38$nfe^^X3&^J»»RrX/X»U >^fe*^«jfc:fl&^L, 350mg/ml 
Wkmi- hW&, 50J^f£/ml ^n->U>, 50Mg/ml X hi/ 7° h^-r ->>^^ 
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C©«Hl&&^jfiitllDMEM*fi6T?2ia«c#bT5&>6, Jfn. ?f DMEMig llci $u 
LTMm&&MmLfc a —j3, 10% FCS (5/^T%t®0 Sr^^DMEMifiiiJ (^^ 

5 X T TJBHIS mm W i x 1 0 8 M/ml &m & V* £ 5 £ b & 5 a: D 

SP2/0 (ATCC No. CRL-1581) ^ESklMLii DMEMJ§±-fi"e^#b, ffiSifo?* 
DMEM^ic^bTHeBSIS^SlJ^bfeo lEjJKbfc$ffllS©M?Wi'T^^ 5 xn- 
7liIi»t5:lTi^U, ±»*^Kl|S§t*bfe. 
hfc* Jfifc-g-jSIt bT50% (w/v) #UX9 : I/>ifiJ 3— ;H500 (^-'J>^f-^> 
;WA£t®() lml tf^y b&M&VfcifiZty-D < D»Dbfc 

ft, ^^37°C^Jp^bT43V^cil I fii^fDMEMi§i*liiil^2lEl^^^T^^ < 
$ e>^7ml(D*jftLtfDMEMi§M^»bfeo 51>t>^ Jb?f ^ISlTf e>nfcg$-a- 

-^©M^^> 10%CD^»&ySifii?if (Fetal Calf Serum. FCS) tt^^>f 
XHK 757 U >(A) , 5? > (T) (£*T lHATj <h 5 „ : y^7&D 
*'&^ft*SDMEMi&fi&* , ri&«-r*c:tK:«kt)fTofc. 10% FCS<kHT (-> 

>?~?ttm t &^~r % mmmm & m ^ xm^mR& \z^^y^^^u~y \z 
Ltc mmfe, wiv?^ zuz-i $—-?v— v vyfA v^yvy^tm.) 

^Ttf ofec trit hTRAIL-Rl®:^R2t V^S 2 u-~3- Jlffifc&mtk'r £ /W 

t b^E/ ^□-^-;PifL#©##J[#^«, ^-r^»^*#fi^^®:#T^-fe< (ELI 
SAJ^t^m^tt'fb-fe^V-^- (FACS) , 

tt^ffljrr & £ ttc^ off 

HW!l4R^»!l5tC^^^ELISA, M01c^MM6-ew3«i-^FACS»*Ff^cfc 0, 
MRAIL-RlR^7X«R2fc#a«J^H^'l4^Wr^t: hty^D-t«^I 
M^tc^lJg^ic^tt^^^^bT^bfc^X^EIffc^ViT^ 

32 



WO 02/094880 PCT/JP02/04816 

7''J F-?^0->tty>^J^D->^it : 1-13, 1-18, 1-32, 1-40, 1-43, 
2-6, 2-11, 2-12, 2-18, 2-47, 2-52, 3-1, 3-7, 3-10, 3-23, 3-33, 3-42, 3-5 
3, 1-13-6, 1-32-9, 1-40-4, 1-43-43, 2-6-48, 2-11-5, 2-12-10, 2-47-11, 2- 
52-12, 3-10-19, 3-23-8, 3-33-7, 3-42-3, 3-53-15, 2-18-2, 3-1-7, E-1K E- 
14, L-30, N-18, X-14, E-ll-13, E-14-4, F-4-2, F-4-8, H-48-2, L-30-10, N- 
18-12, W-40-5, X-14-4, X-51-4, X-51-12, A-ll, G-3, H-34, 1-22, 1-35, J-2 
1, J-26, K-8, K-16, K-57, L-4, P-28, P-36, W-42, X-13, X-60, Z-23, 1-39, 
A-4-27, A-4-29, G-3-10, H-34-2, K-57-12 W-42-2, 0304, 0322, KMTRm^DlMo 
^-nS©5SH-48-2«, *M13^ (2001¥) 5J3 18 B T?Sl3£fT©:?£ Agifti 

SI6) fcB^tebfeo ffl^^te#-^-«, FERM BP-7599-e$>^> 0 £fc, E-ll-13, 
F-4-8S:^L-30-10«, (2001^) 8J3 8 B #t«JtfBtlJ|£-tz >&-\zmm 

m^VtCo fflimte#-s§te, E-ll-13/^FERM BP-76987r& F-4-8^FERM BP-76 
99lr&D, L-30-10^FERM BP-7700Tfe^ o £7c, E-ll-13, F-4-8& <fc ^L-30-10 

¥^13^(2001^) 10^11 B#tj-T±fB«fe-fe>^-^Hi^«febfeo mmm 

te#-^«, E-ll-13/^FERM BP-7770T&D, F-4-8^FERM BP-7768T?cb X) , L-30-1 
O^FERM BP-7769Trfe?)o Sfc, 030443 =k^KMTRl«, ¥fi£14^ (2002^) 5£ 10 B 

#ttT±t2is : fe-fe>^— izmmmmhtc* a^^fe#-^«, 0304/^ferm bp-8037 

TfeD, KMTRl^FERM BP-8038Tr$.§o 



mmmA t hM^a^U >ti« (Ig/c) §f t5, t hi/ETRAIL-Rl^Ey H 
U—j-JVtfi&XnM h irCTRAIL-R2 ; E / iv u~±)l<mfo<DWLlti 

(^T, -etl^n TTRAIL-Rl-hFcJ , rTRAIL-R2-hFcJ tV^ 0 (ALEXIS*±§4 0 
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TRAIL-R2-hFcfc:l8 Ittt, TRAIL-R2©$flB£*M§:t§fe£ bTl-183X 5 7 
kOfcfjgffi) ) £0. 5£tg/ml U>^M«±a^7j< (^T rpBSj £V>5„ ) fC 
mmVfz1b(D £50MTc>, ELISAffi96^^-1'^D^I/- h (Maxisorp, 3*>^*± 
W ©^rcJW^P;^ S^UTltlt^fe^V^l^T— BjfeO^F^^- hb, TRAI 
L-Rl-hFcXteTRAIL-R2-hFc£^< ^n^l/- hH»f§tfc. ±?f^^ 
T, ^x.JUz^Uy^>^/UB (SuperBlock i^B^U) Blocking Buffer, 
PIERCERS) £#Px., ^?^-Tr30^r B 1-r >^^l^- h U TRAIL-Rl-hFcXttTRAIL- 
R2-hFc^-^bTV^^^{]L^^n^/7 bfeo ^i^iai, #^j_^^TRAI 
L-Rl-hFcXmRAIL-R2-hFcTrn-^^ >^bfc^-f ^ o^l/— h ^f^ILfco 

^-^7^;KC, #^©A^ H — ^©t§*±?f (50^1) £JP;L, ^^TTlBtK 
MJfc£i±7UIL ^-^x;V^0. 1% Tween20^PBS (PBS-T) ~<?2lHl$5#Lfc 0 
B^y^H^;i/^^5/^-ifT^$n^^^iftt: hlg/ctfC^ (50Atl/^^;i/, 
Biosource Internal ionalftgg) 10% >y ^x-^ 0 *®^^^;^%fc 

is) ^?Bs~i-?2mm\zmRisfrmm&, &Vx.)vizso/xm7L. s?&T305M 

>^n.^-hb^o Y^^D7V-h§, PBS-TT=3lnI^?^m, TMBfgfiXS« (D 

^oiJWcO. (100m £JPtL, M*&£lk£>^o $tfi450nm C#M 

$c*570nm) T©iM S^^n^^ hij-^- (MTP-300, notllft 
SD tISLfc. £7c, /W F-^0304, 0322, MTRmmiUfDi^UT^tfL 

# k*, ms^i i o izmm (Djjm&m^Twmis r^m m^w \z.&\) ±.^mm ^ff-ot^o 

^(D^^z, #5>nfetfCt hTRAIL-Rl^I^R2^#:(D5^— §I5©K{*©'I4K^S1 
;&0^2^To SUt birLTRAIL-Rl^y 2 D-^-^m^Oit^^ 

^XRtK^SiStt^^-r^Tfe^o g2H hirLTRAIL-R2^Ey & U 
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mmm4tmmcD^m\z^. ^^^^^trail-ri-iiFcx^trail-rz-iiFct^ 

fe 0 TRAIL-Rl-hFcXHTRAIL-R2-hFc : ^ 3 —J-^i >^bfcv-f ^7 D7>- h©#^ 
x;W;r, ^MM4T^#bfe6-^CD7N-f F-^©±g«_t?f (50^1) ^iJPx., 1 

MgG2irL#> t^i^^k hIgG3ta#:X«fc^^ifLh hIgG4tn:#: (#20001^1^ 
50/xl/^x;K The Binding Site*±S) £iDx., iSTT 1B#P B M >3ro.^— h 
bfeo PBS-TTr3HI»l£, Sflfft (TMB, 100m1/<^x;W DAK0&M) 
x;W£jn*-, tfiTT20^m >^a^- h Lfe„ O.SWmn (100/x 1/ 

^x;P) KJfc%;±tbrc<, «450nm (#J«:5570nm) ^©M^ v-T 

^□7>-hU-^- (MTP-300, 3 0t«I) -effiij^bfeo /Wr/U 
H-V0304, 0322. KMTRl]&££l)lM©f^lST§^f$teU 10fcfB!fK©7j£fe£ffl 

To 



n»j6 TuiL-RmnnmmmmizMt^^y &u-±ji<#i{$:<DKmmm 

^M#iJlT'^©b^TRAIL-Rldelta^iiL929^fflIS^OTRAIL-R2delta^iiL929IH 
flSK^T^ ^MM4T^#b^#^y ?u~- ir)vmW(DKm^(Dm^^, FACS 
^?WCffofCo 2Xl0Vml©M?T\ L929IHBS, TRAIL-Rldel ta^§?^L929IBlS> TR 
AIL-R2delta^§iiL929«?:, l%WliiiA^ 0. l%NaN 3 , 1 %FCS^TPBS© 
Staining Buffer (SB) \zWM^^tc 0 mMW-MWL (100m 1/I7x;l/) £967dtUS:/ 
I/— h K7h>fV^^>V>ftS) fc^aLfeo mfoftm (2000rpm>4°C\ 2 

D^w^xmwv, frUTsoftmmmvTfrB, m^m (2ooorpm, ax:, 

VX±m&%k3kVt£o ^Vv h^l00^1/^x;V©SBTr2IH?^#Ufe^ 0.0125mg 
/mlODRPEmTfe^fi^it^trLb Mgfc F (ab' ) 2 K#: (DAKOftffiD 30/xl^jjn^., 2fc 
?^.T30^F B 1-r >^^^-hbfe 0 SB"T?2HI$fc#Lfc^ 300^1 ©SB k:JR»U FAC 
S (FACScan, ^ b >^V^ ^> V >*±«D T#M©m^3ilS£a^bfc 0 ^ 
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<Dm&, ViTnoDfet#: ! bTRAIL-Rldelta^m929iH^xraAIL-R2delta^liL929 

^M3^fe«^SSM475M^JS^iI6^e>f§6>nfet FJtlTRAIL-RI^/ ^ a-^- 

±fit£/BV>T, *MMJI£X&§Colo205 (ATCC No. CCL-222) }^it5Il?E 
V fee 1 0 % FCS & ^ tJRPMI tgffiT * * b X & Co 1 o20 5rfM £ 2. 5 
X10 4 /ml©«m^l^l^b. #^7ai;H00AtlT^^96^ 5 PJ&yi/- F (^ F >^ 

A-r^u F-^i§*±if ^50^1/^ 3i;vT?jjnA. ssk:, t hinTRAiL-Ri^y ^ 

n-^;i4n#:Xtet: h^TRAIL-R2^Ey £ n— ^Wfttt^IgG©*^ Hl«5Mg/ 
mlfci&S.fcSfci^tfit: MgG(r)*&S«#U ^n-^-;Hftfr (i/^tt|) & 
lToJPAfe. tibfe/WyU F~ TO— BBfcOV:>T, ^3rirL 
fc MgG(r)«rSW#U ^ P-^-;i^ifL#:^«nb73;V^i;P%fPSL7t 0 PJttn 
>hD-;i/tLT, t hmm^.TRAIL^>A^K (DAKOftSD ^WMM lOOng/ml 
«IL lfn>hn-JVtlt, khlgG (Biogenesis^) ^rffiffibfco 
37°C, 5. 0%^m^XT-e48NfP B l.ig*bfe^, MTStSU (Cell Titer 96 AQ UE0US N 
on-Radioactive Cell Proliferation Assay: ^n/^fS) £i&BJl*©^?£kr 
^V^sUMb, ^:c;Wc20m lT^MPbfco $£Kl37 0 C, 5.0%M^XTT2 
POTJg«Lfc^ ^S490nm (#Mfi630nm) WTO^^n^lz-hU 
(1420 ARVO ^;i/^^^;^^7>^- : WALLAC&M) -eM^U 5 hn> 

Fuy^MTcfg^^stbx, mm(D±^m^wmvrc 0 #^;i/©m©3e?p 

TIB^lCJ:D^mbfe : (%) = 100X (a-b) / (c-b) (5£4^ atelS 

fc bifLTRAIL-Rl^y ^D-^tfE^^jg^f SA-T^U F-V0Di@ii_t?i4> 

©, coio205^ixt hiEm^mmmmiz^ ^mm^mm^-\i^^-r^^ r) , 

g4fl k FJrETRAILH^y ^D-tJ«^i4t§/W7'U F— ^©i§#Jt 
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m. 3 



b hirCTRA I L-R 
1 




b MEfffll 


Co1o205jM 


1-13-6 


IgG4 
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— 


1-32-9 


I g G 1 





— 


1-40-4 


I g G 1 


— 


— 


1-43-43 


I g G 1 


— 


— 


2-6-48 


I g G 1 


— 


— 


2-11-5 


IgGl 


+ + 


+ + 


2-12-10 


I g G 1 


— 


— 


2 — 47 — 1 1 


I g G 4 


+ 


+ 


2-52-12 


IgGl 


+ + 


+ + 


3-10-19 


I g G4 






3-23-8 


I g G4 






3-33-7 


I g G4 






3-42-3 


I g G 2 






3-53-15 


IgGl 






2-1 8-2 


I gM 


+ + 




3-1-7 i 


I gM 




+ j 


s TRAIL l|ig/ml 









+ + : tk&m 8 0 %&K± 
+ : *k&m 2 1 — 79% 
- : £.&m 2 0 
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4 



t hiriTRA I L -R 2 






Colo205M 


E - 1 1 - 1 3 


I g G 1 


+ + 




E — 1 4-4 


I g G 1 


+ 


+ 


F - 4 - 2 


I g G 4 


+ 




F — 4 — 8 


I g G 1 







H— 4 8 — 2 


I gGl 


+ + 




L-3 0-1 0 


I g G 1 


+ + 





N— 1 8-1 2 


I g G 4 


+ + 





W- 4 0-5 


I g G 1 


+ + 


+ 


X— 1 4—4 


I g G 4 


+ + 


+ 


X— 5 1—4 


I g G 1 






X- 5 1 - 1 2 


I g G 4 


+ + 





A-4 - 2 9 


I gM 




— 


G- 3 - 1 0 


I gM 


+ + 




H- 3 4-2 


I gM 






K- 5 7-12 


I gM 


+ 




W- 4 2-2 


I gM 






sTRAIL ljig/ml 









+ + : *kWm 8 0 

+ : 2 1—79% 
- : 2 0 %UT 



it m b t 0j e» fr\z c o i o 2 o 5 $o is \z m m n & m m t § ^ a* & s ^ £ # bj e> ^ t. w 

MgG(r)#^W#U ^ n-4-;i/^###^T (t htfCTRAIL-R2^y ^ n- 



whit takers) EGM-2i§ii (Biowhi ttaker 
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o£967WJ£:7°l/- h hy^J y*>V>1tm IZft&Lfc* 37°C, 5. 

in*., b h^TRAIL-Rl^&y ^D-^-;i/ifC#;X«t hfcT:TRAIL-R2^/^ n 

-±)VffifcmgG<Dm&. &»]£5Mg/mlfcfc«<fc5fc^*ifc: MgG(r)iSM 

n-J^bt, thlgG (Biogenesis£h®D £l£^Lfc„ 37°C, 5.0%Kt*'XT 
T-48H#P H 1i##L^:f^, MSUM (Cell Titer 96 AQ UEOl)S Non-Radioactive Cell P 
roliferation Assay : 7°n * #%fc$g) ^mmm^mzmmmh, ^)Uz 

20n\T~Dmuvfr o $5.{-37°c, 5. oxmrnfixT^mmmrnvfcm. M490 

nm (#M^S630nm) -r©^^^ ^ ay"U~ h U— ^— (1420 ARVO 

: WALLACES) ^ h n > H U T ©MTut^m Iff <h bT, 

^^0 4i;^f o t htrLTRAiL-R2^:y ^n — j-)vm*tm'&^ > hD-;Vt 

©^rim^ffi— t&D, t hifiTRAIL-R2 ; Ey ^ n— :^;i/^##qiuVECMKl^ 

b r mma & ^ $ & v> £ i # e. ^ £ & o o 



»#i|47!;M6^^#?>rL^:ti hlftTRAIL-RlRtm^E / ^ n-^;]/^#:£jg3E-r 
£A-f:/y H — ^©ig«±?f £ffl^T> lE^t hJFFflKMHuman Hepatocyte 
(l^T rHH^fflMj <hU5) (Tissue Transformation Technologies*±®D ^jfcj-r 

z>M8&?£mMm®i&mmvfc 0 ^m^mmm^zrcvMmv, mwoomm (ce 
>%t$o t^ftbfeo 37t\ 5.o%mMfi7,T-c4.mmmmvtzm, mm<o^.m 

^tfofeo $e»{c37°C, 5. 0%Mm^XTT24B#Wt§*b, M^O^Srfr 
ofeo A-r^U F - Vif 50m 1/^7 oijVTjPx., 

M) ^#^ni;V^10MlToJjnxfeo Ptttn> hn-jVtbT, thlgG (Biogen 

esis*fc®D &&mvfr 0 37°c 5. o%Mm^xTT24B#wif rnvtz.^ mmm~f 
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fttitt3>Fn-Jl/t©^Ilifi^^^ut^B, t hin;TRAIL-R2^E/ 



hKTMIL-Rm^R2^y ^n-^;i/m#©MM«J^TcD^feTrffofco t hirETR 
AIL-Rl&tm^ey ^ n-±;PJn#:^^-tyig*±?t^rrap Protein A (7^ytA 
7 7J^^7/HtT^tt® R^O. 8X40cm (AM ^ v H%hM) 

ffiStiLTPBS, ^ffiM»£UT0. 02M ->>H» (pH 3) £ 
^ViT77^-T^-iIL/fc„ ^tBiii^KlM Tris (pH 9. 0) Srgsin L TpH7. 2 
MCilbfc. ^M$tl7ttrC#:^«, (10000;&yK Spectrum Labo 

ratories&SD V^TPBStc«mo, ?L^0. 22 Mm >:/^ >7/^ ;V^-MIL 
LEX-GV (5U^7i£M) Tr^iSMMb, ffl It hfexTRAIL-RlS^^y ^ o-^- 
;i/irE#:^#fc 0 mm$ifo<Dmmte2&Qnm(Dmytm&m]feV. lmg/ml £1.4 0D <h 

h b^RAIL-Rlsm2^y ^n-^;i/^#^^tftg*Ji^cDI^M»J^T©7j^ 
{CTfT^feo tf, t htaTRAIL-Rl^^^E/^D-^-^^iM^A-f yij F — 
^r^lOng/ml Recombinant Human IL-6 (R&D SystemsthSK 10% Low IgG Fetal B 
ovine Serum (HyClone&SS) "a-^eRDFigilil (^IfCMIift®) CCDiH 

^w>v^-U> (5Mg/mK ^ynif-y-;i/x;n±®) , thh7>^7x 
U> (5/zg/mK ^7*3 tf— 7—)VJL)V&m) . x^/-^75> (0.0 ImM, ~> 
ff^r%±m , S-fek>tthU7A (2. 5xlO" 5 mM, 5/^%b®D , lOng/ml Reco 
mbinant Human I L- 6 (R&D SystemstkS^h 1% Low IgG Fetal Bovine Serum (HyCl 
one*±M) H-WeRDFigi-fe mMMM&m) 77731:1^1, A 

-Lifcte, 10^m £0. 2/im(D-7^;V^- W?>1r<x>^1±fi) fcftU A-f 
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mnmn mmtbmnii-n^; pu~±)im.mz£&, mnm^nth 

£&$HJ3&T?&£Colo205 (ATCC No. CCL-222) \zmt ^mmmnmm^m^vr^o 
10% FCS*-&tyRPMI*«&T%3lbT^fcColo205«Hlia : &2. 5xiOVml©«ffifcWS4 

#&Lfc„ 37°C, 5.0%&&#XTT24l$ffl#*Lfcffc, tt»;ffi#&i&*lAn(h 1 
00, lOOOng/mlfc^^ctpfclOM l/^x^TfiflA, $ 6 fci^irt t MgG (r) #^ 
ftl^U ^n — 3-;l4ri#: (5^*7*L«) &Jfc*ftl0tfg/mlfc:fc:5«fc'5fc:, 

MIT, fc hMI*-TRAIL^>A°^K (R&D SYSTEMSftiS) h K 10 

ng/ml^ffll/fe. ltt3>.hn-;VtlT, fc htriHS'A£i#£&JB 37^, 

O0D^^^afefeDCD^*«l 2 Oii 1 -Trfeofeo ft:f3> 0 3 0 4 tKMTR 1 \Z 
■o^Tte, ^n^'J>A- , rS5t^tMgG (r) #^^^7 £ p — jrj\,tK 

fc&to%-m±mm msiz&^x (mm) tsa«) t>ffofe 0 :©i»to 

<D^m&fcD£>^M«l 10/z lTffeofeo ±g*©HL MTSMH (Cell Titer 
96 AQ BE0BS Non-Radioactive Cell Proliferation Assay: 7°n/^ai) £1M 

»©^fetc«evi»niib, #^7x;vfc20iLtiT^»iHibfc. $6»ic37°c, 5. oxmm. 

5tfXTT?2I^M**bfc«, $cft490nm (#M^S630nm) XrOMS^-f # p 
hU— (1420 ARVO v;i/^^^;i/*^7>^- : WALLACE) TiBlJ&U 

MIS (Tissue Transformation Techno logiesthlK^ In Vitro Technologies^ 

m \zn-t^>mmmmm^mm\^fc. 0 ^rmmmm^vcxmrnv, cm53 
oomm (cedras:®) &m^xi. 5xio s /mi(DMmzmmvfemz, #t>^;noo 
m l^r^^n =?— ?y$^ ^mu— h^nx^^>%^m^]y— b (^ 
y^yvy&m fc^aifc. 37t;, 5. o%^m^xTTf4. 5i^iHng*Lfc^ 
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itmmm «>->3.u> mne/mu s/tf^itm > tf)v%n*> ang/mh 

vftM) , ;WFn3j^y> (7. 5/zg/mK 5/^%tffiD , t hEGF (20ng/mh 

)V~CUa%., £ Sfc-V^trit: b IgG(r U 2 D-^;Vfeif* (S/^ftfi) 

*j»»^10, lOOMg/mHC/^^ct^Jc^^i^^lO^l^iiQ^feo &#Lfc/W 

■mhtete&x.)V&ftmL1to itta>hn-^ttTt NirtHSAirt^^^fflbfeo 
37°C, 5. 0%^m^XTT24P#M±§«b^ ^tJHHBSSSODS^SrK^^^feo 
ttt^GDSJ&^&fcO 1 2 0 At 1 -e&o7Co &33, 0 3 0 4 iKMTR 

ll:^^Ttt ^D^U>A-T?*5t^RtHgG (r) #^65^ 7 ^ n-^- 

to©gM$fct)fi!)§iSl 1 0 At 1 Tfeofc 0 *&3t©lfc, PBSTHMJ3&&2II! 
«fe#U 6-^x;W;:PBS£100/Ufln*-, $^^Triton X-100^^flJtO. 8% fcfcS 
.fc^fclO/il/^ai^in^fc. 37°C-TrlB#PBl#«b^^TV^HHfBHg^^¥$ii:. 
Bimb^50Ml/^i^«rm^^.96^j£yi/- b^#bLDHTy1M tdftbfc. L 
DHT yir-f ffllS^ (CytoTox 96 Non-Radioactive Cytotoxicity Assay: 7°u* 

h^jS^b, SLiaT?30^IW#«bfc«, R^Jh* (1M KM : 7°n^^iS) 
*50/zl/^^^T?JP>t, jfcR492nnre©Rftft&^ ^n^l/— b'J — (142 
0 ARVO ^;]/^^;V#<i7>^- : WALLACE®) KlTSSfebfc. LDH©Slil§?£'[££ 
JtSibT, M©£#«l?^bfco # T >x;KD^^©fe#^«^Sg^!17t|WI 

jgm&0 5 a~lMtfte:£5te:a^r. 0 5fc43^T> M^lTH^ (-•-) fc* 
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lE^t hfH-mmmm&. nvBx&m (— ♦— ) tecoio205M£St>-to 

©^I^^to S5H h^TMIL-R2^y ^D-^;i/irL#:©^JSmCo 

io205, &tfmnthyfrmnMM\zttir%MMifemmfe& avmm ^^r^-e 

U\<Di£M\z2. bxlV(Dmm&MmV. IBflt bKTRAIL-R2 ; ey ^ D-^-;l/ 

J- jp x , mffifc t. (d Kmmm tumm & mm i> tz. m ©ld5o it & § „ 

IESt HT|il5fMfcMT£LD50ffiK£, 96^¥JS^V- h ©lT^^fe D 100^ 1© 
ig^7. 5xl0 4 ©IE^iM (khjfftt) £Mb. IBtlt h^TRAIIHttt 

j ?u-±)im**iEnmm (bMfM) \z-mx, mm^k^^mmmmm 

Z\ki)m*>frktl.^fr 0 M»t h$iTRAIL-R2^y^P-^-;^f*E-ll-l 

3, L-30-10. KMTRlte, t Ma^^MTRAIL^>*f ^trCM-48-2<h]:bKbT, k ME 

^mnmm izn-t m\$im& ^z\k &m B^k^^r^* 

£fc> MTRl«*MF!l4©^<fcDTRAIL-RltTMIL-R2i:©M^'fey^--fC^ 
tS^t^S^t^oT^O, Z. (D m* teTRAIL-R 1 k TRAIL-R2 k <D k 15 6 <D V 

31 L-SO-lO^lOMg/ml^BTIfflflSfC^JtlbTfe^^^SO^J^i^^bTt^^ 
^e>. L-SO-lOcDLDSO^lOMg/mm-tTfe^o ;in{MJ»£££#^£ 7° n «/ h b 
fe^^7^6lHf'Mft#fcckDLD50^^«dfe<h^^, 24Mg/ml<h#m$n^: 0 

F-4-8&0. \iig/mi&m®Mizmnvrzm&x±&m&m^Tx&^t£.z\ k&B, 

F-4-8(DLD50«0. I//gMKTT^§„ L-30-10£ IHJ!»§tlincS:^TLD50 
^sf^bfclg^:, 0. 002Mg/ml<h#{li$tlfeo KMTRlMDlM©LD50te, tfefclO 
£tg/mm±T&§ £ t^HLfco t^iahMgG(T)#l^'J^D- 
^;Vta#:£«bT^&^B# (i^T r«H©B#j . KMTR1«100^ g/ml © 

^m^mmvx%^mmm(D^mmo%^Tm^z\kum^^rcz\k^B, 
m&vmoiivmzm n g/iiKit^^ z. k b fe D 

)k\Z, IE#b MTIEHa©LD50^Colo205|ifflHM©LD50©{sj{§"efe§}6^ -^©Jt (N 
/CJ£) £;&<&fco ^©^JP:, *»M^E-11-3«N/C=25.45 (10^±), DIMteN/C 
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=§m±. (10{§J^±) , 0304¥&©I$»N/C=50 (\mu±) , L-30-10«N/C = 240(1 
00^±), KMTRimm<DP#ttN/C= 1000f&J^±T*O, ^fnc^fetiftR 
^ ^tt Kl^tlT^ £ t. tfftfr o (Si 5) . 



5 



ftt&h hin:TRAIL-R2 


lEffffc: hJJBfflJ® 


Colo205 


N/Cit 




LD50 (jug/ml) 


LD50 (fag/ml) 




E-ll-13 


2. 8 


0. 11 


25. 45 


F-4-8 


0. 002 


0. 02 


0. 1 


H-48-2 


0. 12 


0. 15 


0. 8 


L-30-10 


24 


0. 1 


240 


W-40-5 


7. 47 


0. 7 


10. 7 


0304 


0. 002 


0. 02 


0. 1 


0322 


0. 06 


0. 04 


1. 5 


KMTR1 


>10 


0. 04 


>250 


DIM 


>10 


0. 15 


>67 


0304 (JIMHD 


1 


0. 02 


50 


KMTR1 (#330 


MOO 


0. 1 


>1000 


t hMI^MTRAIL 


0. 25 ng/ml 


2 ng/ml 


0. 125 



U251M Wmwmm&s II^-WO^ No. RCB0461) , JurkatSHJJS 
(TSfflfl&U >/^ffiEi3*, * B #M2£tfe5S;£?*tgD ^^^T^Wbfeo U251$B^fc 

ML, 37°C, 5% C0 2 ^ffiTTig*L, K#:£IIB«!L, MmmMTlZ4Smm 

i/— hcDiK&friomiiwmmzA. oxwoimm^mmv. m^mtuv, 37°c, 

50ft (^-fi^Mg/ml) £^To 

E-ll-13©I]25im^^T^LD50:0. 3, Jurkat^IS^MT^LD50:0. 1„ 
L-3O-lO©U251|0flSfc^-r§LD5O:O. 17, JurkatM^rr^LDSOiO. 13 0 
H-48-2©U25Uffl^r^-r^LD50:0. 24, JurkatM^M1"^LD50 :0. 07 o 
F-4-8©U251«HJ3atcMi" £LD50:0. 03, Jurkatmic^f-T &LD50 :0. 004 o 
W-40-5©U2518BJia£*lf 5LD50: 1. 0, Jurkat«IHJfifc^"rSLD50:0. 48 0 
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4~6M4r©Balb/c:*- Hv^X (B*^l/7 (**) *±cfcDIIfA) ©if^ffeT 
£i* b feffii» © ^ $ £ mfe b , b TJ»» © % $ iflm 1 0 0mm 3 X « 3 0 0mm 3 1 

& § nm^iy 7s5$>z>^u7 m&mtv xmfr n b mm^ v x ©a* e 1*3 k: , 

1, 4, 20, 25, 100Mg/Vt>Xe#: (200m lCDPBS^»#Ufct>©) * 
t£^b, &aij£bfc. Jfc#:©Ptttn> hn-;v (Control) <hlt, 

|Wl»©t htrLHSAiafr^ffifflbfco 

K±©Hi0^^06~l 0 fc/^to WM t h iniTRAIL-R2 ; E y & o — ~Jr)]/5K 
#E-11-13, F-4-8, H-48-2, L-30-10, HO-SSltfg/T^Xffl^TMl/fcST 
te, H-48-2fc3&ra8&Jfttf*J!,'5n, E-ll-13, L-30-10, F-4-8, W-40-5©J®7:£n;Jffi 
*M^<^TWc(@6), H6fc*^T, 3®WBi£#b&lSfc:, fcJUriS 
#^&W-||EbT^< t*>13BW»J«5fiai«0'-3l»«)**««§KSnfc (H-48-2 

E-ll-13£4, 20, 100/ig/-7^Xfi#l!S4LfctT^, ^LfcY^X^T 
IC*ViT*rifliaiS»*3^ai8Snfc. 20 J ug/V^;*ffi#©^#Si;:43^TS i £>JB3g 

fr£frirbT4>ft< t*>110BB«^5g«Ift!I-'5S*&S!&*3&s««$nfc. 20 Mg/^^ 
7fi*T4!HflHt# mm 7 Bm. 9 0t, HBE l 3 BtCM) bfc 
fHc:mt£K*f*f«©^^«^T©5l 
W#2Bt (® 7 © 9 BfcKMS) ©fi*#:ff ©TO«109. 5mm 3 , 
®m$L-¥4 Bm m 7 © l l BfcMiO ©»#:*I©^«85. lmm 3 , 
*HIeI££# 6Bt (07C13B KlRHS) ©®3H2M»©¥^te64. 3mm 3 , 

tnu^8 at (®7© 1 5 biormo (Dmm^m<D^mi umh 
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«HUK# 110t (17O180 fcKMO ©JS*#3t©¥*m78. 9mra 3 0 
S#ffl^4 B£®ttft#fftttftj85. WT&D, 14%«±©J!i*©ie/h*Si88& 

¥^bT^300mm 3 <h&£fM;)S"T^X 7 E£13¥£bT. E-ll-13*20/i 

g/^^^fl^Tig#bfcjKf*, n*fc«a*j^a*«*£ttfc (0 8) . ei 8(3^5 

Wm^4 Bf (0 8 © 1 3 0 \ztm) ®M#i©¥^^181. 8mm 3 , 
30!Ug!#5B^ (08O14BH13) OJB3»^SI®^S146. 2mm 3 , 
«JHIS#6B^ (08 ©1 5 B ICRS) ©«0#«©¥i£ttllO. 8mm 3 0 
30IKi£#7B^ (0 8 CD 1 6 0 fc:«M5) ©fi*#f*©¥*m82. 7mm 3 0 
«atIlS# 9Bf (18C18B KRMi) ©Iiftl0¥^a57. 5mm 3 0 

HHt (18O20B \zmm) ©«*frat©^«81. 3mm 3 0 
«JHIS# 13Bt (HI 8 © 2 2 0 (Cf^^) ©MH£?«©¥i$tel08. lmm 3 0 
ftl|HJi£-^ 15Ht (18C24B fcRS) ©JB*#:^© ^^1^127. 8mm 3 0 
*HIe1$:# 18Bi (EI 8 © 2 7 0 fcRMO ©ffi-«#:fI(Z)sp:I£fK3:163. 3mm 3 0 
S4i^4 B^O««{««l<]181. 8mm 3 TS B9%£K±<Dmm<DM'h&mtb 

mm$k &3rr & n t. it?* £ n^o 

0304*i#:©iSfeffFfl5t3:£AT©«lfcffofc. 6 jI^OBalb/c;* — HY^X (B* 
^l/T (80 ft<fcO«A) ©=»aU&TKl, *J3§;lffi«Colo205£5Xl0 6 Ar^X{@ 
ftT^ilfc. lt8Bit £#bfcjfi*©;*:££&iij£b, flft»©±#$d« 
^ b xm 1 OOmm'lc & -5 £ 5 Jcteffi^ X 505 £ lf$ £ b Ti¥rfr b&. Si^r) 
MS*rL# 20^g/T^Xflf* (200/U©PBSfC?^¥bfc£>©) £J£ 
#b, fi*©^C#$^ffliJ^bfeo 0304^20 Mg/^^XiEI-f^T 3 HIPSBK^- (^*t 
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8BE 10BE 1 2 0iCg4) Lfcf tfl g^b^Y^xitfc^^T 

Wm^4B^ (B9©120fcRa) (Dffi^fi©TO«:34. 138mm 3 , 
#J®lg#7B^ (@9©15Bti3) (Z)M^ff©^« 18. 641mm 3 , 

#jmig# net 09©i9B \zmm) (ommmM^mt^. mmmK 

&-%-m%54 B'&<Dmmfomfem4. 138mm 3 T&D, 65%U_h©ffi^©,«/jN^fg 

Mg/^^x«#: (2ooMi©PBSfc?Mbfc^©) mm(D±^^^mm 

b^io hn-;V (Control) ill, IWJM© t: hKHSA£i#:<Hj£/B 

Lfc 0 0304^25 ^gAr^XM^ 3 tali£# 1 0 Hf, 1 3 Bft, 1 5 

■mmwt^ 3Bt (si o©i 3B ^m^) (DmmmM(D^i%m4. 626mm 3 , 
wmn-^- 5 urn (ii o©i 5B \zmm (Dmmmn<D^t%m2. 357mm 3 , 

£0IHi&#8 Bf (010018 Blzmm <DMmmM<D^&in 15. 895mm 3 , 

#J!hI8!#1 2Bi (01 0O2 2 0 t^S) <DMmmn<D¥&}UU. 377mm 3 , 

^OmS-^ 15BII (0 1 0 © 2 5 B CIS) ©ffi»#fI©TO«26. 654mm 3 , 

1 9Ht (01 0O2 9B \zmm commmto^W-i^mi. 565mm 3 , 

Wm®L^ 2 5 Bt£ (0 1 0 CD 3 5 B fC^^) ©ffi&#fl|©¥^«30. 802mm 3 , 

?DIh!S#2 9B^ (H10©3 9BfcRa) ©Hil#fl©¥^«27. 092mm 3 , 

Wm&-¥ 3 2Bt (H10O42B ©I13»#«[©¥^«32. 921mm 3 o 

w\mi&-¥ net (0 1 o (d 2 2 b \zmm \z, 5 E4> 3 et?jmf©M£c^?s 

3 Bfi:(Dffi##:fI» 2 F±5)54. 626mm 3 7?& D , 4S%M±<DMM<Dm'i^ 
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BfeSnfc. 5 0ft©JB*#:at©¥*&«32. 357mm 3 T-& D , 65%^ 

&43, g9Ml 0 }C43V*T\ TYehicleJ « 
?>^0i#tLT^bfcPBS (200jtt 1) ^^to 

0304, KMTRlteHJM 1 1 C*ViT^SnT^S«J;5lC, ifL#:m^©0#^^ 

mm b t ir> s mj& i:eBi-5 g§£ ^-r § ^ b& x te^giu # £ jg&isft&ftgg 



mMM 1 3 iit h in;TRAIL-RlS.tKTRAIL-R2 ; E J 9 n— ±;V4rC#:(DTRAIL- 
R1S.OTRAIL-R2 -5 Ig-nUfntt 

^IJSM 10^ S> # 5 nfcSMtt t h JaTRAIL-R^E 7 ^ n — ^-;VK#:©TRAIL-R^MT 
5jfg^glfiM3:£> ^Tlciamf S^fC^oTBIACORE 2000 (tfTnX*«#%h 
8D £JlV>Ttfcftbfco 
1) TRAIL-Rl-hFc, TRAIL-R2-hFc©@£ft; 

TRAIL-Rl-hFcX«TRAIL-R2-hFc^l0mM Acetic Acid (pH4. 0) *T!*liftSnO u g/m 

m®.mWmmM<D-jjmz$£-Dtz:o TRAIL-Rl-hFc;&mRAIL-R2-hFcCD;r/y:7°U 
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msmmt mm 

±IB&#fc«fc?K -fe>U"— ^±(CTRAIL-Rl-hFc^377. 4RUj&*HJ£ft;Sn> T 
RAIL-R2-hFc#495. ARWWifeiktE fltc £ tfimm^tlfc* 

2) m±$kftRtfmm®i<Dmm 

20Mg/ml©SMt: htaTRAIL-Rl^E 7 ^ n-±;i/|rC{* 2-6*, TRAIL-Rl-hFc £0 
Jtfc b fc-fe >tf— ^ v 7°± 2^Fb1» b , irEfWTRAIL-Rl-hFc <h Jg-g- b & H t 
^ffllBbfc. 50 mM NaOH£15#P B 1«!b, Ml=r b&^##*TRAIL-Rl-hFc 

^e>^ic«?Blbfc C£CF, ^±lc#PBIbfc£<fc£ r^p^j <hv>5) 
b'fc. &V*TT, SfebfcTRAIL-Rl-hFcf'^tb, ^5S20m l/^Ttlt firETRAIL- 
Rl.^/^D-^;HrL#: 2-6*KINJECm ( 1 ^Mfe^ 1 #MjS*) Ti»bfc 
ffefc50 mM Na0H£15fjTO«b, TRAIL-Rl-hFc£?tt$i±£, fcV^IM 
9HIl3§Lfe„ MfB1t-r 9!U^jgb^:^%), -fe>+»— y±tc@^b 

fcTmL-Rl-hFc*^«k^ft#0*S^*fc*^ttB8&6>n^ofc21t^e., 50 mM 
NaOH©15#K»iT\ TRAIL-Rl-hFc^fll-rs Z. ^<S4$n5 £ iiifimbfr 
hU-ofro mm<Dlktt&. TRAIL-R2-hFc &mfefcVfe±:>y—^y 7 £20 /ug/m 

#T?TRAIL-R2-hFc^Sfe"nJfgT 353 £ <h SfllBbfc:. 

3) ffiStfMH&frf 

ffl^fc hifCTRAIL-Rl^&y ^n— ^-;i/irC# 1-13, 2-6, 2-12*^n j ?tlHBS-EP 
(HTHTft^tl) 2.U 4.2, 8.4, 16.8, 33.5, 67.0, 134. OnMfc^fe b 

Al) £ffl^TJ§OC«lb, ir>it-^^A*^#bfeo lf©t hirtTRAI 

L-R2^E7 57n-^-;i/tfL#: E-ll-13, L-30-10, H-48-2, F-4-8, W-40-6, X-14-4* 
-etl^nHBS-EP (H73 7ttS^ftI) T, 0.52, 1.05, 2.1, 2.09, 4.19, 8.3 
8nMfc|»»ib, #trt#:©^|R^^J*^5S20Atl/^"C ! KINJECm (2^^^, 

2#Kfl?iti) £j^TJii«jjnb, -fe>-y— ^^A*lx#bfeo ^v^o^x, 

^tl^tl©-fe>-y— ^^A^rfflViT, BIAevaluationV y h ver3. 2 (t:737f 
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5£^*±M) fc«t.Dkineticsj»*r*ff ofc. Fitting model £ bTBivalent model 
£JB^TGlobal fitting*ffV^ li^jg^i^ 

z:(D—^<Di£&fr*>mm-zftz>Mmi£& «<hb) ^itBife. fitting^ 

fflVifc-fe>^— ^7A«n>hn— ;V-fe;V&Hb9l^, $ e> K:buf feriflEbfefe 
©T&£ 0 ^SS6^g7 Kii^f. ^4>©kasste^ji^$£lfc£, kdisste 
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hirtTRAIL-Rl 


kass (1/Ms) 


kdiss (1/s) 


K D (nM) 


1-13 


1. 08X10 6 


4. 58X10- 4 


4. 24 


2-6 


1. 62X10 5 


1. 86X10' 4 


1. 15 


2-12 


1. 63X10 5 


7. 80X10" 4 


4. 79 
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fitSk h*rETRAIL-R2 


kass (1/Ms) 


kdiss (1/s) 


K D (nM) 


E-11-13 


5. 27X10 5 


3. 84X10" 5 


0. 0729 


L-30-10 


6. 13X10 5 


1. 44X10" 3 


2. 35 


H-48-2 


5. 75X10 5 


1. 58X10- 3 


2. 75 


F-4-8 


5. 63X10 5 


7. 05X10" 4 


1. 25 


W-40-6 


1. 74X10 5 


2. 92X10" 3 


16. 8 


X-14-4 


6. 55X10 4 


2. 93X10" 3 


44. 7 



(1) E-11-13, L-30-KK H-48-2tri#:5ie^(DcDNA^n— ~ >^ftmm^^^ 

A-f^U H-TE-ll-13, L-30-10. H-48-2^ lOng/ml Recombinant Human IL-6 
(R&D Systems^®), 10% Low IgG Fetal Bovine Serum (HyCIone&SD ^#eRDF 

tfL{*cDNA©nj^M^©^ n — — SMART RACE cDNA amplification Kit 
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5»ig©total RM&mmtVT, 1st strand cDNA*#Mbfe 0 



1) 1st strand cDNA 

Total RNA 5jug/3jul 
5'CDS ljul 
SMART oligo ljil 

5XBuffer l\x\ 

DTT ljul 

DNTP mix ljil 

Superscript II 1 ja 1 
£tJ0;L42 o CTrl. mm-f >^n.^- h bfeo 

£e>M> lOOjLilc^Tricine Buf fer^jJO^.^^, 72 0 C"r 7 >^n^— h U 

1st strand cDNA£3£#Lfco 

2) PCRf^£fiiiiif5r3\ M«fe^©^'I'S^^I^^trL#:^ii^^^-C7)« 

m 

cDNAcDfiiisfcte, Takara&cDZ-TaQ^fflVi7t 0 

cDNA 2nl • 
lOxZ-Tao. Buffer 5jul 
dNTP mix 4(ul 
Z-Taa l|ul 
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±IEto£ © Kmm £ H MIStK fc: T *$!^*50nl £ U , PCRfc: #t L fc . 

S«©liiffiK:a, UMP (SMART RACE cDNA amplification Kit ; ^ □ — > ^ # 
%hS4) thh-ey^-rv— (5'-GGT CCG GGA GAT CAT GAG GGT GTC CTT-3*) (SH^iJ 
mm) 98°C1^\ 68 , C30^CD^^;i/&30lHUSID3gUfc. £ 

CDRj^ml jal^^Miib, NUMP (SMART RACE cDNA amplification Kit ; ^n- 
yrvfQM) 7 7^-7- (5'-GTG CAC GCC GCT GGT CAG GGC GCC TG- 

3') (S2^J#-^8) &m^T, 98°C1#, 68°C30#©^-T &JV&20®m*)MLfr o 
j£4i purification kit (+7y>ft«) {c£ D If 
Ml>, hh-4 (5'-GGT GCC AGG GGG AAG ACC GAT GG-30 0E8I##9) 
T-tLT« ^*E^J(7)^^^ff ofeo Ba^JWfS^S, E-ll-13, L-30-10, H- 
48-2CD 3 9 D — >«N5|5ffi«©IB3W— SLTV*5 £ fcfcg), "tr:/^ 

D - - > £fR iftSffiaaiftS te^t £ O^^T-ffllfco IB^J'ltfg & X , 
tnH48KBgl(5'-ATA TAG ATC TCT CAG TTA GGA CCC AGA GGG AAC C-3') 

fc 0 ^SW^^f ^— itnCHNhe (5'-GAT GGG CCC TTG GTG CTA GCT 
GAG GAG ACG G-3') (MB^J#^-11) &m t^TPCR<Hf ^ (98°C 1 $\ 60°C30 
72°C30#) , fi«*i«cDNASrfi-£SalL NhelTfiBfcU m—mMTrM^ti 
TVifeN5KGl-Val Lark^^^— (IDEC Pharmaceuticals, N5KG1 (US patent 
6001358) ©3fc&^^ — ) tcfAtfeo tifcSE^J^direct sequenced 

UMP (SMART RACE cDNA amplification Kit ; tru — >^y pftm £ 
hk-2 (5'- GTT GAA GCT CTT TGT GAC GGG CGA GC -3') (1B^J#^12) 
77-f7-^fot, 98T;i#\ 68°C30#CDit-T ^;V&30InISi O jgbTJfifiSbfeo 
!I(E>RJSH£ 1 nl^ilt NUMP (SMART RACE cDNA amplification 
Kit ; &U — Z/=rytr fchk-6 (5'- T GGC GGG AAG ATG AAG ACA GAT 
GGT G-3') (E#l##13) SI^T, 98°C 1 68°C30#C»it< ^ ;i/^20IU^ 
Dllfc. JSHBbfc.PCRj£4&£PCR purification kit ( + 7^>t 
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§=D fccfcDMffiL. hk-6 (5'-tggc ggg aag atg aag aca gat ggt g-3') 7°71"? — 

cd @H m ifi — Wt L T l > « d <h ^ to o & , it :/ ^ n - ~ > I c U * ffi © :/ =y <i 
^—ZmmhTco mmtiim&gslZ. tnH48Hsal (5'-ATA TGT CGA CTA CGG 
GGG GGC TTT CTG AGA GTC-3') (BH^J#^l4) £-&JJ5cU, ^©7°7^Y- 

&m^x, fctt'%i*ifr*> i bmm&&fevi£. ^wy^-r ^-^tnckBsi (5'- 

AAG ACA GAT GGT GCA GCC ACC GTA CGT TTG AT-3') (SB^H^ 15) £ 
JBV>TPCR£fr^ (98*C 1 60°C30#. 72°C30#) , ft«H9fficDNA»f M" £ 
BgllL BsiWIT^-fbb, IrI — nTV>fcN5KGl-Val Lark^^^-fc^ 

<E-11-13 fi$lBj^^> (@3^J#-^ 16) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCATCAGTAAAAGTTCCTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCTATTATAGTGGGAGTACCTTCT 
ACAACCCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGCCGCAGACACGGCTGTGTATTACTGTGCGAGACTGACAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAACCCTGGTCACCGTCTCCTCAGCTAGC 

<E-n-i3 mm*s^nm> cbb^j#-# 17) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 

SGGSIISKSSYWGWIRQPPGKGLEWIGSIYYSGSTFYNPSLKSRVTISVDTSK 

NQFSLKLSSVTAADTAVYYCARLTVAEFDYWGQGTLVTVSSAS 
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<E-ii-i3 mm pj^m^> (@a^j#^- is) 

TCACAGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACT 
CTGGCTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTGCAGCCACCCTGTCTTTGTCTCCAGGGGA 
AAGAGCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCTTCTTAGCCTGGTACCAACAGAAACCTGG 
CCAGGCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCATCCCAGCCAGGTTCAGTGGCAG 
TGGGTCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCA 
GCAGCGTAGCAACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<E-n-i3 mmvs&mw> (sb#j#-*§- iso 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 
AWYQQKPGQAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEPEDFAVY 
YCQQRSNWPLTFGPGTKVDIKRT 

mmj)MO>mMM]fc£Jt, iB^J#^16©5'**&>&30#B©7^r:> (A) S> 
\ZV £^ATGn F 0 , ia#:RT^M«<t^^0^^^«5' 5461#S 

©7t^> (A) fc462#B©^7~> (G) F4l;fiit5. 7 5 / KIB^JKi:fe^ 
T, amW^^«BB^J#^17©N*^^e>144#@<D-feU > (S) ^StTT^ 

i45#a©T^— > (a) wstot^So mm^fir^mmmBm^ 

(S) £T?-xf&?K fdoJ»fr©N5fcSB»IB^I#-^l7©27SB©^;i/^5> (Q) -rfe 

mmMAommmp&gjz, mpm^isw *> 35# g e> « c s ^.atg 

3F>T$D, ■SJSEflS«tt5 , 5|5«i^6415#@©7"5 i ~ > (A) ST7?»5. 75 

5!I##19©N*«B«fcD20#BO^Ui/> (G) J&^#©N*8gfc3:@a?!l 
#-^-19(D21#@0^;i/^5 >m (E) T$5ct^5^t&ofc. 
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<L-30-l0m«W3g1S«> (MB^J#-^20) 

GTCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCC 
TCCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGTTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGA 
AGCCCTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGGAGTAACTACTGGG 
GCTGGATCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAATGTCTATTATAGAGGGAGCACCTACT 
ACAATTCGTCCCTCAAGAGTCGAGTCACCATATCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGA 
GCTCTGTGACCGTCGCAGACACGGCTGTGTATTACTGTGCGAGACTGTCAGTGGCTGAGTTTGACTACTGGG 
GCCAGGGAATCCTGGTCACCGTCTCCTCAGCTAGC 

<l-3o-io mm^s^mm> (.m^m^r 21) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 
SGGSISSRSNYWGWIRQPPGKGLEWIGNVYYRGSTYYNSSLKSRVTISVDTS 
KNQFSLKLS S VT VADTAVYYC ARLSVAE FD YWGQ GILVTVSSAS 

<l-3o-io mm^^mm> mmm-^ 22) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAGCCCCAGCTCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCAGATACCACCGGAGAAATTGTGTTGACACAGTCTCCAGCCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCTTGTAGGGCCAGTCAGAGTGTTAGCAGCTTCITAGCCTGGTACCAACAGAAACCTGGCCAG 
GCTCCCAGGCTCCTCATCTATGATGCATCCAACAGGGCCACTGGCAGCCCAGCCAGGTTCAGTGGCAGTGGG 
TCTGGGACAGACTTCACTCTCACCATCAGCAGCCTAGAGCCTGAAGATTTTGCAGTTTATTACTGTCAGCAG 
CGTAGCGACTGGCCTCTCACTTTCGGCCCTGGGACCAAAGTGGATATCAAACGTACG 

<l-3o-io mw$&m®> (mmm^ 23) 

MEAPAQLLFLLLLWLPDTTGEIVLTQSPATLSLSPGERATLSCRASQSVSSFL 

AWYQQKPGQAPRLLIYDASNRATGSPARFSGSGSGTDFTLTISSLEPEDFAV 

YYCQQRSDWPLTFGPGTKVDIKRT 
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©7^-> (A) £462#@©^7-> (G) Fi3Jc:teS*rSo 75 J WMM\z.3q^ 
T, a$IPl^^«i5^J#-^21©N*^^e>144#S©-feU> (S) ii^TTS 

i45#@©t^^> (a) ^iw^ft^-e&^o m^um^mv? hvx. 

Y (Signal P ver. 2) K:£tU Mil© v^^-;H3^J«IH^J#-^21(7)N*^^ D 26 

#@©-tu> (s) ^Tt^pj^nfco issnfctiiaioN^siMfciD, 

aiI©~>^^;i/iB^J«lB^J#^21©N*i^^ t>26#@©-kU > (S) ^T^rfeD, 
^fli#©N*^ra^J#-§-21(D27#@(D^;P^5 > (Q) Tfe§^<hP|?>^t^ 

igiSDNA©fSIRIB^*H, lfi^J#^-22©5' mtifr <o31#@ ©A^ ^teD^ATG 
3F>T&D, Rj^^M«5 , *^^S411#@©T^-> (A) 'STTfeS. 75 

ymia^i^^^T, ^&mmz.mmm^2z<Dmffifr*>i2mm<DV>>> (k) * 

#fM$nfcSgiISfiM©N^^^f(c<±: fill© v-^^SH^J^BH 
^J#^23 ©N*)^ J; D20#SOD^U S>> (G) STTSD, Sg^#:CDN^^«B3^J 
#-^23©21#S©^;i/^5 >m (E) T&^££ra<b;^£&ofco 

H-48-2SIIpT^««, ^^llBT^^^^n- H-r§DNA^^(cS$InJ^^^ 

i 

<H-48-2fi|Il»M> (MH^iJ#-^24) 

TCGACTACGGGGGGGCTTTCTGAGAGTCATGGATCTCATGTGCAAGAAAATGAAGCACCTGTGGTTCTTCCT 
CCTGCTGGTGGCGGCTCCCAGATGGGTCCTGTCCCAGCTGCAGCTGCAGGAGTCGGGCCCAGGACTGGTGAA 
GCCTTCGGAGACCCTGTCCCTCACCTGCACTGTCTCTGGTGGCTCCATCAGCAGTAGTAGTTACTACTGGGG 
CTGGGTCCGCCAGCCCCCAGGGAAGGGGCTGGAGTGGATTGGGAGTATCCATTATAGTGGGAGTACTTTCTA 
CAACCCGTCCCTCAAGAGTCGAGTCACCATTTCCGTAGACACGTCCAAGAACCAGTTCTCCCTGAAGCTGAG 
CTCTGTGACCGCCGCAGACACGACTGTGTATTACTGTGCGAGACAGGGGTCTACTGTGGTTCGGGGAGTTTA 
CTACTACGGTATGGACGTCTGGGGCCAAGGGACCACGGTCACCGTCTCCTCAGCTAGC 
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<h-48-2 mm^^mm> (m&m^ 25) 

MDLMCKKMKHLWFFLLLVAAPRWVLSQLQLQESGPGLVKPSETLSLTCTV 
SGGSISSSSYYWGWRQPPGKGLEWIGSIHYSGSTFYNPSLKSRVTISVDTS 
KNQFSLKLSSVTAADTTVYYCARQGSTWRGVYYYGMDVWGQGTTVTVSS 
AS 

<H-48-2 mm pJ^M^> (MB^J#^- 26) 

AGATCTCTCAGTTAGGACCCAGAGGGAACCATGGAAACCCCAGCGCAGCTTCTCTTCCTCCTGCTACTCTGG 
CTCCCAGATACCACCGGAGAAATTGTGTTGACGCAGTCTCC.AGGCACCCTGTCTTTGTCTCCAGGGGAAAGA 
GCCACCCTCTCCTGCAGGGCCAGTCAGAGTGTTAGCAGCAGCTACTTAGCCTGGTACCAGCAGAAACCTGGC 
CAGGCTCCCAGGCTCCTCATCTATGGTGCATCCAGCAGGGCCACTGGCATCCCAGACAGGTTCAGTGGCAGT 
GGGTCTGGGACAGACTTCACTCTCACCATCAGCAGACTGGAGCGTGAAGATTTTGCAGTGTATTACTGTCAG 
CAGTATGGTAGCTCACCTCTGTACACTTTTGGCCAGGGGACCAAGCTGGAGATCAAACGTACG 

<h-48-2 ^m^^mm> m^m^ 27) 

METPAQLLFLLLLWLPDTTGEIVLTQSPGTLSLSPGERATLSCRASQSVSSS 
YLAWYQQKPGQAPRLLIYGASSRATGIPDRFSGSGSGTDFTLTISRLEPEDF 
AVYYCQQYGSSPLYTFGQGTKLEIKRT 

mmwk<Dmm.Mifej&fe, bb^j#^24©5'*^j&>£29#@©x^-> ca) 

(DT^~> (A) £485#g©^y-> (G) RgiC&gfSo 7 5 /IfcEElteSsV* 
T, S«Rl^fi«ttiB5U#^250DN5|5«l^6152#B0D'feU> (S) ^S*TT* 
tK 153#@CDT^^:> (A) K^JltMT^S, jt^SB^I^SHV ? h ^ x 
T (Signal P ver. 2) a«gCD^^;PBB^JttSB^I#-^250N*«l«J: D 26 

#B©irU> (S) Sz-Vii^WZtifco ffif«snfcS«seRCDN*«l^«f tc: 0 , 
a«©^^;i/BB^J«IB^J##25©N5fc«S«fcD26#B©-feU > (S) STT^D, 
j^|»#©N5|cflB»IB^J#^25©27#BCD^;i/^5> (Q) nsiiM^^. 
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mmwh<Dmmmi&&fe. ib^j#-^26<d5' mm* e. 3i#@ ©aa> « c ^ §atg 

nH>-e$.D, TOMte5'*^e>417#S©y^-> (A) 

#-^27©21#@©^;i/^^>^ (E) -r^S^t^S^i^ofc. 

(2) 0304ia#:*^<DcDNA^n-->^i^^^^-^ 

A-f F-T0304 : &ai^^J;oT^S6, RNAjfitBfitlglSOGEN (~y^> 
^->%fc®D ^fflV^T7°ah3-J!/tfV\ ^900ug©RNA£*S®5Lfco J&Kl, 
300 |ag © RNA ^ <=> Oligotex™-dT30<Super> ( S « it *± ®i) cfc 0 13 jag © 
polyA + RNA £ # „ # £ *l 7tpolyA + RNA £#Sitt SMART RACE cDNA 
Amplification Kit n — >^ y ^7 # >/1~ — *hjtt) £rffll*T, -^©^tt©lft 

#bfco »Mb^polyA + RNA1.0|Lig^#*4t IT, 3£fe^g^fc:«fc 

^>^7 7— 7, h7> FcDNA-a-^^ff ofe 0 # & tlfccDNA^ilgtf £ bT, t 

IgGlp, L,mm : hk-2) £ SMART RACE cDNA Amplification KitttJS©UMP 

L fccDNA© 5'5fciffi £f£© $ tl § * iiffi^J £ Jfe xi" U ^ ^ 

T) © WEI o feo PCRte> LA PCRfflTaq DNA Polymerase T&S 
TaKaRa LA Taq™ (SM3t*±i4) £^J3Lfco ^>:/I/ — hDNA&l x LA 
PCR Buffer II(Mg 2+ plusL dNTP Mixture=&400 pM (lilg) , r/^-fT — 
2g#0.2 pM, TaKaRa LA Taq 2.5 U/50 pl£^tf l/T, V^^^O 

>PCR (94°C 5 #Sl^72°C 3 % (5it-T^;P) -»94°C 5 70^ 10 # R 
XSirC 3 # (51M^;V) ^94°C 5 #\ 68°C 10 # Rtf, 72°C 3 # (20it 
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QIAquick Gel Extraction Kit (^y^>*±§g) fCT^^bfec lllLfcHVfe 
cktXLVftfJtfc^ViT, ABI PRISM® 3700 DNA Analyzer ( Applied 
BiosystemsftSD LTDNAtSEJlJ^^bfc. £fc> HVRtfLVGDii 

ipilffJtH, •^n-^nTAi? D-->^|£^ffiV^pGEM®-T Easy Vector System 

j»*TJfe^:iJ*;4febfe. DNA^SBH^J^^ofea&tdffiv^^^^T-cBB^l (h 

m : hh-4> L$I : hk-5^^hk-6> S.^pGEM®-T Easy Vector^ : SP6<hT7) U 
^>^$nfe^<D^P->©DNA^SS2^*f^^^fC— gfcbfc„ 

a as © it m <D m $&mm b ih£ * #ia f s «fc ^ ^if-r > b & y ^ v - <£ ^ t 

PCRTJi>iiIbfe 0 fflVifc^7-f7-tyhH Si 8 (C23LBCLMC23LBsi) 

JcIB?!I£^bfc„ »&nfcPCRWfM-«, x^y-;v^THIiRbfem> MSI 
^Bgl WVfflfcmWV, Mi'BsiW I-eo^JUf^aSrfrV^ 7^D-X^Vt^ 
^cl&T^OObpOifjT-^lHliRb, ^>^7>^^ViSDNASISS^y h^&^QIA 
quick Gel Extraction Kit (^T^>%hM) ilTtlLfc. I&Jj, — T? 

&^N5KG4-Val Lark (IDEC Pharmaceuticals, N5KG1 (US patent 6001358) 

(D&m^z \z^^xunm\zmmmmBgi il Bsiw iMa&nis^ffofe 

^ IttU > KflS 5a It bT Alkaline Phosphatase (E. coli C75) (SSIIh 
S) CTlILfcllt:, y^fn-X^;i/«k?*fttDNAlfM^^ hTlU9kbll© 
DNA^rlHlJRbfco ^ne»20CDSlfFr§T4 DNA ligase §ffiViT7^y— >a > 
bT, ^ItDHSa^AtTfSfeift^ife. N5KG4-Val Lark IC0304*tl 
#L«0'J- + HiW#A$nfcy7X5 FDNA, N5KG4-0304LSS 
^bT#AWffrSH©DNA*fi3EBBM*^^bTDNA*36BB^fc^S^^ViC: 
t^illL Z.O bT#e»tlfeN5KG4-0304L(CHii"pI^M^^ ; £#A'r^fe 
.86, #7^7^ FDNA^fMPSBISlNhe L Rtf, Sal reJ6&9JBrU $ & \zU 
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^PCRTi^gbfco ^i'l'S©7^i*©y^-r T~ fey h (T0304SalR^T0304Nh 
e) CDIB^J^S 8 IZTjkVfca 



#SnfcPCR«lfM-fcOliTftllBaf*Nhe It Sal Si^BM-S^fT 7 
<0304«ilRr^lI«> (IEM#^28) 

CTCAACAACC ACATCTGTCC TCTAGAGAAA ACCCTGTGAG CACAGCTCCT CACCATGGAC 

TGGACCTGGA GGATCCTCTT CTTGGTGGCA GCAGCTACAA GTGCCCACTC CCAGGTGCAG 

CTGGTGCAGT CTGGGGCTGA GATGAAGAAG CCTGGGGCCT CAGTCAAGGT CTCCTGCAAG 

ACTTCTGGAT ACACCTTCAC CAATTATAAG ATCAACTGGG TGCGACAGGC CCCTGGACAA 

GGACTTGAGT GGATGGGATG GATGAACCCT GACACTGATA GCACAGGCTA TCCACAGAAG 

TTCCAGGGCA GAGTCACCAT GACCAGGAAC ACCTCCATAA GCACAGCCTA CATGGAGCTG 

AGCAGCCTGA GATCTGAGGA CACGGCCGTG TATTACTGTG CGAGATCCTA TGGTTCGGGG 

AGTTATTATA GAGACTATTA CTACGGTATG GACGTCTGGG GCCAAGGGAC CACGGTCACC 
GTCTCCTCA 



<0304fiiInJ^M^> (M5^J#-^29) 
MDWTWRILFL YAAATSAHSQ VQLYQSGAEM 
GQGLEWMGWM NPDTDSTGYP QKFQGRVTMT 
SGSYYRDYYY GMDVWGQGTT VTVSS 



KKPGASVKVS CKTSGYTFTN YKINWVRQAP 
RNTSISTAYM ELSSLRSEDT AVYYCARSYG 
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<ozomm^mmm> (ib?ij#^§-30) 

GAGGAACTGC TCAGTTAGGA CCCAGAGGGA ACCATGGAAG CCCCAGCTCA GCTTCTCTTC 

GTCCTGCTAC TCTGGCTCCC AGATACCACC GGAGAAATTG TGTTGACACA GTCTCCAGCC 

ACCCTGTCTT TGTCTCCAGG GGAAAGAGCC ACCCTCTCCT GCAGGGC'CAG TCAGAGTGTT 

AGCAGCTACT TAGCCTGGTA CCAACAGAAA CCTGGCCAGG CTCCCAGGCT CCTCATCTAT 

GATGCATCCA ACAGGGCCAC TGGCATCCCA GCCAGGTTCA GTGGCAGTGG GTCTGGGACA 

GACTTCACTC TCACCATCAG CAGCCTAGAG CCTGAAGATT TTGCAGTTTA TTACTGTCAG 
CAGCGTAGCA ACTGGCCGCT CACTTTCGGC GGAGGGACCA AGGTGGAGAT CAAACGA 



MEAPAQLLFL LLLWLPDTTG EIVLTQSPAT LSLSPGERAT LSCRASQSVS SYLAWYQQKP 
GQAPRLLIYD ASNRATGIPA RFSGSGSGTD FTLTISSLEP EDFAVYYCQQ RSNWPLTFGG 
GTKVEIKR 



fi&DNA®jRV?BBte£&, IB?a#^28©5 , 5|c3W^6 55#aoT"7 s — > (A) & B 

H@©t'J> (S) il^TTSSo at^MH^iJWJV^ h-?x7 (Signal P ve 
r. 2) Kick D , ailCD->^^;i/ffi^J«iH^I#-^290DN*^ci; D 19#@ ©t'J > 

(Q) 5 sns,. 

MDNA©fllRTO;£ te> 1B^J#^30©5' 5jcSB^ 5 34# @ ©A*> 5 « C * £ATG 
nH>T-$.D, W^M^«5'*^£>414#@©y^~> (A) l£"rTr$>§ 0 7$ 
y^SH^iJfcfeV^T, pJ^M®«@B^l#^31®N*^^e»127#S©U> ? > (K) £ 
Jte^iB^iBiy^ h^acT (Signal P ver. 2) tCckt), 3gfI(Z>v^ 
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8 £-J5£DNA©^SIB^J 



N 
o 


7 717-^5 


HG?!I (5 to 3 ) 






1 


IgGl 


TCTTGTCCACCTTGGTGTTGCTGGGCTTGTG 


31-mer 


36 


2 


hk-2 


GTTGAAGCTCTTTGTGACGGGCGAGC 


26-mer 


12 


3 


hh-4 


GGTGCCAGGGGGAAGACCGATGG 


23-mer 


9 


4 


hk-5 


AGGCACACAACAGAGGCAGTTCCAGATTTC 


30-mer 


37 


5 


hk-6 


TGGCGGGAAGATGAAGACAGATGGTG 


26-mer 


13 


6 


SP6 


GATTTAGGTGACACTATAG 


19-mer 


38 


7 


T7 


TAATACGACTCACTATAGGG 


20-mer 


39 


8 


C23LBCL 


ATCACAGATCTCTCACCATGGAAGCCCCAGCTCAG 
CTTCTC 


41-mer 


40 


9 


C23LBsi 


GGTGCAGCCACCGTACGTTTGATCTCCACCTTG 


33-mer 


41 


10 


T0304Sal 


GCGACTAAGTCGACACCATGGACTGGACCTGGAGG 
ATC 


38-mer 


42 


11 


T0304Nhe 


AGAGAGAGAGGCTAGCTGAGGAGACGGTGACC 


32-mer 


43 


12 


SEQU1783 


GGTACGTGAACCGTCAGATCGCCTGGA 


27-mer 


44 


13 


SEQU4618 


TCTATATAAGCAGAGCTGGGTACGTCC 


27-mer 


45 



(3) KMTRlirL{«fe^©cDNA^ n — ~>if 

/\-i?V F — VKMTRIIE^^ts^^ J:oT^56, RNAlfitBte^ISOGEN (~ 

300 |ag©RNA^e>Oligotex™-dT30<Super> (^ffiit&S) ^ D 13 
CDpolyA + RNA £ # 7c „ # S» n 7cpolyA + RNA ^litbt SMART RACE cDNA 
Amplification Kit n - >^ y if 77 >7\°- — *±®D £/BV>T\ -£©SSft©g£ 
WlfctoT^ D-->^M^ltT, ^#«fc^©<«^©cDNA£Ifc 
#U7Cc JMfcftJfcfci, »«bfepolyArEUSrA1.0ng&W»tbT, jg^S^tdJ: 

hK{*©aii (&t, tiSHgtfeit) 7^7*®^, &£z$mm. cbtf, mm 

IgGlp> Lilffi : hk-2) h SMART RACE cDNA Amplification KitttJRcDUMP 

b fccDNA© 5'*^ icf^M $ n <§> ^iiiB^J fd^S^^JT^:^- )J rf 

f ) ©ii^I £fr o fc„ PCRte, LA PCRffiTaq DNA Polymerase § 
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TaKaRa LA Taq™ (Sfi^ti) tefemisfz.. ^ > 7° V— V DNA£ 1 x LA 
PCR Buffer II(Mg 2+ plusL dNTP Mixture^ 400 nM (Mr^M&) > 7 7-f7- 
2®#0.2 uM, TaKaRa LA Taq 2.5 U/50 ul^-Q ^^^td^Jn It, & y 
>PCR (94°C 5 #S:^72°C 3 # (51M ~^94°C 5 #\ 70°C 10 # R 

r^72°C 3 # (5+h^^Jl/) ^94°C 5 68°C 10 # RtK> 72°C 3 % (201t 

QIAquick Gel Extraction Kit (^T^r>%hM) fctilbfco *fSbfeHV*5 
J: t/LVif \Z ~D ^ T , ABI PRISM • 3700 DNA Analyzer (Applied 
BiosystemsttM) &$iM LTDNASSiS^JI:^Sl/fc= HV&DtLV©^ 
liS^itH, -^tl^tlTA^ n — - >sf&&m V^pGEM®-T Easy Vector System 

DNAfCOViX-T >-y— hDNA©mmie^J^^tf LXPCR^^OitSv' — ^->X 
^tlT^^Jt^L^o DNA^SSH^J^.©^:6e)^^V^y^-r^-CDiB^j (H 
$1 : hh-4, Lit : hk-5R^hk-6. ^UCpGEM®-T Easy Vector^ : SP6tT7) 
tufB*8 fc^LTCo HV^^XV©6-PCRi!f>t©m^^ — ^r>X^^f^^<h^^^ 
n - ~ > ^ £ nfcitifc © ^ n - > CDDNA4£gBB#lfl?#f *gJH fc — ifc L- & „ 



<KMTRlMilpI^M^> 
GAGCTCTGAG AGAGGAGCCC 
CTGAACAGAG AGAACTCACC 
TAAAAGGTGT CCAGTGTGAG 
GGAGGTCCCT GAGACTCTCC 
GCTGGGTCCG CCAGGCTCCA 
GTGGTAGCAG ATACTACGCA 
CCAAGAACAC GCTGTATCTG 
ACTGTGCGAA AGAGAGCAGT 



(BE?U#-*t32) 
AGCCCTGGGA TTTTCAGGTG 
ATGGAGTTTG GGCTGAGCTG 
GTACAGCTGT TGGAGTCTGG 
TGTGCAGCCT CTGGATTCAC 
GGGAAGGGGC TGGAGTGGGT 
GACTCCGTGA AGGGCCGGTT 
CAAATGAACA GCCTGAGAGC 
GGCTGGTTCG GGGCCTTTGA 
65 



TTTTCATTTG GTGATCAGGA 
GCTTTTTCTT GTGGCTATTT 
GGGAGGCTTG GTACAGCCTG 
CTTTAGCAGC TATGCCATGA 
CTCAGCTATT AGTGGTAGTG 
CACCATCTCC AGAGACAATT 
CGAGGACACG GCCGTATATT 
CTACTGGGGC CAGGGAACCC 
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TGGTCACCGT CTCCTCA 

(@H?U#-St33) 

VQLLESGGGL VQPGRSLRLS CAASGFTFSS YAMSWVRQAP 
DSVKGRFTIS RDNSKNTLYL QMNSLRAEDT AVYYCAKESS 



GATCTTAAAA GAGGTTCTTT CTCTGGGATG TGGCATGAGC AAAACTGACA AGTCAAGGCA 
GGAAGATGTC GCCATCACAA CTCATTGGGT TTCTGCTGCT CTGGGTTCCA GCCTCCAGGG 
GTGAAATTGT GCTGACTCAG TCTCCAGACT TTCAGTCTGT GACTCCAAAG GAGAAAGTCA 
CCATCACCTG CCGGGCCAGT CAGAGCATTG GTAGTAGCTT ACACTGGTAC CAGCAGAAAC 
CAGATCAGTC TCCAAAGCTC CTCATCAAGT ATGCTTCCCA GTCCTTCTCA GGGGTCCCCT 
CGAGGTTCAG TGGCAGTGGA TCTGGGACAG ATTTCACCCT CACCATCAAT AGCCTGGAAG 
CTGAAGATGC TGCAGCGTAT TACTGTCATC AGAGTAGTAG TTTACCGATC ACCTTCGGCC 
AAGGGACACG ACTGGAGATT AAACGA 

MSPSQLIGFL LLWVPASRGE IVLTQSPDFQ SVTPKEKVTI TCRASQSIGS SLHWYQQKPD 
QSPKLLIKYA SQSFSGVPSR FSGSGSGTDF TLTINSLEAE DAAAYYCHQS SSLPITFGQG 
TRLEIKR 

mmwhoimmmMij&fe, mmmmiw ^frzsmg(DY^-> (a) ^e> 

#@OD-feU> (S) Il^TTSSo mfc^mm^mV 7 W 3^7 (Signal P ve 

r. 2) iz^v, mm(D^^±)vmmnmnmmzm^^X)\mu(DzyxT-(> 

(C) iTtfl$nL ^#:©N5N^«@B^J#^33©20#g©^;v^5 >M 

(E) Tfesfeott^snso 



<KMTR1 Bit 

MEFGLSWLFL VAILKGVQCE 
GKGLEWVSAI SGSGGSRYYA 
GWFGAFDYWG QGTLVTVSS 
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mmwkommm &m&^u © 5 ■ b 66# @ © a# e> a c £ § atg 

ymiH^J^^^T, W*ffi«aE3«J*#35CDN*«l^6)126#B(OU^> (K) £ 
TT?ife£o fcfc^E^SflV 7 h^xX (Signal P ver. 2) \Z&V), mm<Dz/tf 

ttifcmmmm&ftmisfro &m<Dit&<Dm£.m&\z\?i, m*j;£chom© mix. 
mw (atcc crl-9096) &m^fr 0 m^mm^-v^z ^-©sa^xi/^ h d# 

I/— >a >^£D^U&bfCo m#:^il^^^-^2|ig^$iJPM#*T^^-fbb, Bi 
o-Rad electrophoreter£fe%^T350V, 500jiF©^#T?, 4xl0 6 filCDCHOMMfc3l 
Sf^iAl, 96well culture platefcfilfilbfe. ^^^^ ^ — ©SJRV— ^j — 

m-mfflmzutc&^Tft^fco 

mmm 1 6 mm^mm^ iz<k& mmm izwr % mmwmmm^ 

nmw\5fr*>n?>nrz.ffiM%.mt b#LTRAiL-R2^y ^ u—^-jvm^m^x, 
*mMMm-e&z>to\o205 (atcc No. ccl-222) \zMT^mmmmmm^mi^ 
ufe. 10% Fcs%^m?Mimm^mmvT^fcCoio2omm&LoxiovmicQmm 
izmmv, #^^;hoom1"T o^96^^pjgyi/- h (^f>TV^>y>it 

m CMbfco 37°C, 5. 0%M^^XTT?24^F^i#*bfc^ mWsKm\\ (CHO 
-3), H48 (CHO-3) £HM£10, 100, 1000, lOOOOng/ml K:&^ £ 5 J-IOm l/^;c;i/ 
-einx., $ S.fcl^^Lfc MgG(r)#M#J^U ^D-^-;]/in;#: (v^vftig) & 
itIMlO, 100Mg/mUC75;^i;-5 fd, #^^;i^fclOM lT^Sn^feo 

TfC^^T, ■Y^ftrit: h IgG (r ) W# U ^n— ^;Hrt{*£» b& 
l^^VfefMbfc 6tt3>hD-jl/tl/T, b Ml^ATRAIL^>/1i7® (R 
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&d SYSTEMS^) &1&mmu lOng/mlTig/Bbfc,, IHtn>hn-^ilT, t 
htrCHSAirC#:^^ffiUfeo 37°C, 5. 0%^^ XTT48B#^±g^Ufett, MTSistH 
(Cell Titer 96 AQ UE0US Non-Radioactive Cell Proliferation Assay: y°u^ 

7°C. 5. 0%KBt^XTT?2NfW*tlbfc«, $ES490nni (#MS630nm) 
^^T^^Dyi/- hU— ^— (1420 ARVO t;1^^;v#^>^ — : WALLAC 

fg^^Hi 11a, 11 bti^to El 1 1 altt^ftt MgG ( r ) U £ 

n— ^-;i/ffi#:&»JnbTV^y^ll©itS*s, 0 1 ibttt^ttfcMgG(r)«p 

BllaJ;^ *m*MS#*T?*«Ell (CH0-3K H48 (CHO-3) ma1$m^cDB#T? 
Co 1 o2 05Sfflfl£ fc: IfflM^E £ ^3TT -3 &&ZL£ifiW*>fr iils-Dti. HI 

l l bi^ ^^r^t bIgG(r)#SW#U ^ n-^-;vin;#:^^ijpbfe±l^r, a 

-r :/ u f — t Jt*^ l t i*j#cdm?ebj§ mmi± zl l & 

* ^ IB * Jfc D A n •?> CD <h -r § o 

1 : J^cDNA 
gB^J#-5f 2 : ^fiEDNA 
Sa?iJ#^- 3 : -a J5&DNA 
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K3«-St 4 : J5&DNA 
@e^'J#^- 5 : &mwA 
K?iJ#^t 6 : -aJ^DNA 
1H^IJ#^ 7 : -S-JMA 
IH^J#-^ 8 : Jb&DNA 
1H^J#-^ 9 : -n^jcDNA 
SB?!l#-f§- 1 0 : 6&DNA 
1 1 : J5SDNA 
IH^J#-^ 1 2 : -a jjjcDNA 
BB$|$^- l 3 : g^DNA 
@H^iJ#^- 1 4 : ^j&DNA 
@H^iJ#^ 1 5 : -ogSDNA 

mmmn- 3 6 : i^dna 

iH^iJ#^- 3 7 : -n-Ja&DNA 

IB^J#-^- 3 8 : -n^SDNA 

IH^iJ#-^ 3 9 : J5&DNA 

IH^J#-^4 0 : "nJ5£DNA 

iB^iJ#-^4 1 : -n sSDNA 

@B^I#^- 4 2 : -&J&DNA 

SB^iJ#^- 4 3 : -n J5&DNA 

E^J#^-4 4 : I^DNA 

IB»-*f 4 5 : "£rj£DNA 



PCT/JP02/04816 
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2 . SITcd (a) ~ (c) frt>W\tti&'p?3L< 1 -D(D'\<kM%^TZ>m>m, 1 IB 
(c) t hffFHilfflM^^^b^U 

3 . J^T© (a) - (c) ©-r^T©'[4H^T^tfL#Xf»©MWiT Jt„ 

(a) TRAIL-R1$:£JVX teTRAIL-R2 £f6Jjt Lt V> § CTh-vX 

(b) TRAIL-Rm^/X«TRAIL-R2^^iJLT^St: hJE1%MMlZ}%&W%:%.\£-2 

(c) t Hffil««#£f§^b7S:li 

4 . TRAIL-R2(cmg^T^^TRAIL-Rl^«|g^b/^V^f ^ 2 Xte 3 fBUt© 

5 . TRAIL-R2(C|§^ LTRAIL-RH" feln^lT-Sfisfclil 2 X« 3 |Bic©St#:X^ 

£ If ^ 1-5 ©V>Tnd^fcffi«©iri#:X^©«||Efi9»f 

fro 

9. MM7. 5xlO 4 ^^^B#P B 1240#r B 1^^^§ t Mf Mk:*fT§LD50tt 
#0. Ug/mlj^±T^?)ifS 1-7 OVifn^ fofEmoirL#:X«^-<D^e5if 
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1 1 . mmm. bxwj&UKmm$2mmiz&tf&ii hm®M\zwt&id5Q 
mwiQ n gM&±-c&z>m-&m i ^ 7 cD^Tn^izmm^m^^ommmm 

1 2 . mmm. 5xio 4 Rz$Kfomm2mmiz&i,f% t hjftmmizM-r&Ldso 
{fi^io-iooMg/mr-rfe^w^is i - i (D^Tn^izmm^mi^x^o^mmmm 

fro 

1 3. mmm. sx\o 4 ^UKjfomm24mm\z&>tfz> t MfFiM^-r£LD5o 
ffi^iooMg/mmi^fe^Hf^ii i - 7 <D\,^nfi^zmm<Dtfifcx\%^(DmmM 

ifrfro 

1 5. mmm.^w^nKmmrMmmiz^if^mmmizMT^i^Qm^i 

16. mmm.^xio^zSKmmrB^smmiz^n^mmmizn-r^idbomm. 

1 7 . 5xio^z£Kj&mm4mm\z&tf&mmMizft^&Lvm&m^ 

02-0. llMg/ml^fe^iS^^l — 7©V^^n^^fB«c©^#x«^©afgWifito 

1 8. mmm.5xiQ^zsKmmrmmm\z^n^mmm\zMT^>imomm. 
02Mg/mi£rF^&^i«iB i - 7 (D\,^nfr\zmm<Dffii$ix.u^(Dmmmmft-o 

1 9. «HJS3fe7. 5xl0 4 ^^M^B#M24B#^^*5^^k h ATM fc^T-5LD50 
ffi^2-100Mg/ml-e$>D> ^o; «ifc2. 5xl0 3 ^^KJ^B#^48fl#^^^^§5SM 



HS^^fT^LD50fii^0. 02-0. 1 1 /i. g/mlTS £fff sfc^g 1-7 (D V>Tntf> ^fB«©in: 
#X«^©$ttg«|frfro 

2 0. 3«^7. 5xl0 4 ^tXSjSBt^24B#r B 1^fett^>b hflf MMfcM-f &LD50 
*fflfl&l&2. 5xlO 3 ^tKMJ^B#^480t^^43^^^SlfflSa^^1-§LD5Ofii0 2 f§ 

^±Tfe^if^« i -7 (D\,^nfr\zmm<Dffifcy.fe j t<Dmmmmtio 

2 1. IHMm7. 5xl0 4 ^U:S^B#H24Btr B 1^^^^b hffiitMt 3LD50 
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mmm. 5x\w&nfcmmm4mmiz&tf &mmmizM-r ziwomfDim 
tew. mmm. sxio^u^mmmm^it^mmmizM-r^idsomo^om 

2 3. 5xl0 4 ^^j^B#f B T24B#r B 1^fe^§ t hfffJfflJfiK:M*rSLD50 

2 4. mmm. Bxw^zsK^mm2mm\z^n^ t hffFwufitc^-rsLDso 

M« 5xl0 3 RtX^J5S;BtP B 148B#r H 1^43tt§ffilffl^fcM-r§LD50jit©100fg 

m*s mmm. bxW^nKmmrmmmizmir^mmm\zM'r^imom(omm 

2 6 . mmm. 5xw&z$Kmmm2mmiz&tfz>\i hmnizn-r^idbo 
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